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s RNA££jrr&«*^1-£-t£Mt1-& d s RNA^ttttt^^V^^ 
d"s RNA^ffitt^^i"^^ Dice rOMK^ 

|T -j^g 3 J 

Dicer^F^^ RNaselila, bft&tTCd sRNAtt^K^'f > 
* * £ i: * 1 1" * 2 lfi*<^ * Ko 

|T rrdfcf Jj^ J 

#5^ft$Od s RNA^> ^Jl 5-3 0^2*«9d s RN AT^J £ i: 
dTRNA^M'te^^-r^^^^^K^ HWI*OSl?ll**4X»±l 7lS«OT^ym 

9 v - ^#mfc-r^>it*« i ~ 5 ov^-rtt^ lac**©* 

1 ~ 7 m» -T *t * 1 31 K SB«W> d s R N A *r*i"*^>^^K* «A"t * 

If5S?~7 0v^-ftL^l^Htfim^d s RNA«tt*tt^^>^^I©l^ 
s RNA^Pife*ft*^>^^S^^ 

ff^lu ~ ? wrtmp i ^^iBtto d s rn kfrmmte.*^-** * y*?K*i&rt& 

3&H^#^*^& <&##T"?d sRNACds RNA^fiHi**^*^ 
>y<*K*fWB3^ !|^l$©d s RNAt^t5Cli:«:#fi:tS d s RNAO 

[fff3fc!ll 13] 

fRfc"tsit*3li lXtti 2t|Blfto*i*o 

[ff^ 14] 
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[fH^Ifl 17] 

#k<7>H£?>d s RNA#, »1 5-3 0 d s RN AT?&& H t 

^ ii~i6 m>i**L5&» i ^iwiam^^&o 

^St?*>^^i:^#mti-^li^«l 1~1 7 OV>-f 1 *£Btt©#ifeo 
19] 

d s RNAfl*ifitt*tt4^>^)l^ ^ilD i c e r </>li*©«tB»IW» 
RNA^j£5Ufc£fr ? ot*ttl:t5RNA^«o 
[|f 2] 

[ffi;£*I 2 3] , ^ , 

a-)Vh' *S3?? ^nr^f ffittf^-?)VM4»§ttIfi*t^l) t i: ^r#f i: 

2 2SB*<^*So 
HK*312 4] 

>j^ ^^ 2 5 3 

RNA'frjSitttfti^ DNA«#ttRNA#'J^ ?~tf-C*&£. 

^t-r^it*^2 o~2 4ov>i*ti^ist;iB«^ffio 

ji*^-^ 2 6] 

Sttttti^J^^Wld s RN A^flHt*tt5 ^ W^«t**ti i i * 
j=^^-^ 2 7] 

ffittm^^^^S^d s RNA^tWSi'W^imtSui:^ 

[flratgi 2 9 ] . 

W*S2 0-2 5 0V^-rti^l^mS«^^fe^ffl v ^^*^^^ hX'^^T. ^mfg-s- 
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WR<»*m d s RNAjMISttttti * W^S, fcHMfrfriStt**-*"* * 
S^fcd sRNAWft4 6iri:RNA^ffi 
[&##^] 
[0 0 0 1] 

*%Wli, &fc<n&Z<D& s RNAt4UtSiStt«:tt4, d s RN A^jlil^S'I4 5 £:^ 
tt£^-f & * ^^Si RN A^jSitt*tt4 ^ >^^S*«l*^^RN AO»f 
[0 0 0 2] 

mZ.&, RNATi (RNA i : RNA interference) t±. ds RNA 
K X -o X*<DW&mmW CmR NA« £ tt, -5-OjBf*a^H&^3&*«l«a ?tLSi»t' 
d s RNACiotiW^ l/VV^mHiH^^o^Sli, m.&\z 
tertZTyJ-'ty X*ffl^tzffi$ZfrbX~$>^tz 0 1 9 9 5^ Gu o tKemp h u e s 
lipar-1 fcBftftL&jt^SrTV^-feV^RNA-CPPIfll-rs^Srtrftofeo TV*- 
-fcV*RNAfcinx.*k, TflHi)par-10»at«HIUA», m^tzZttZ, -ay 
h n-;l/t LTJB^fc-fc^RNAfcRMJItep a r - 1 03m*BHWU par- 1 

ZO^mi*. 1 9 9 8^CFi re £ J: oT#£ 9§#>3*Lfc 0 7>f^>^RNAt 
■fc^RNA*, -€-*L-PtLRNA#U * 9— « *fflv^r^j*i-& fc>-f3&>K##A6<J 
Ci^lORNA^flTL^o a > iottl^ d s RNA^l 

fS^-f'f V^^^^^flc-c^lj, 7>ft>^RNA^ it^tV^RNAliSfe^ffc 
SfcjqJlN-e&ftv^ h N ifc7>f*>^RNAl:'t , /^RNAt7^Hfcd s R 

n a «£ < i&itt<D$£m * iqiiw s a £ fc #93 e> a» fc a o o (08 *- i* , ##hf3c3£ 

2) 

[0 0 0 3] 

±IBRNAT$M~£v>-Cte, Dicer £Bf wr*i**3Rj&*d s RNA^M^^RN 
A(siRNA:short interfering RNA) ££j££-£&o (flx 

{£.. ^#ifr3t$i£3) 

^fi^fflCJ:t)4tfcs iRNAtt RISC (RNA induced si 
lencing complex) fcOf imSWCJR 9 *U iW«KlmR 
NAOTU 5M$-r&£#x.<b*LTV>£ 0 L^Lft^fc, RNAT8sK:M^-i-*i:#x. 
p,tL^#H^^^>v>TcD iEfll ft M £ o v> x i± £ /£ t /i*£a B5W S # v> o j&*Stt-c * o 
/Co ^Irtt4) 
[0 0 0 4] 

±fBRNAT$*£»£ <fr 0 /cSMCli, d s RNA&fctfK s i RNA»i < 4= 
SEH4£fc!J , 15"C*4o -tlSD icert LTiifc hfi*D i c e r (0Jx.tf. 
ff»5) §?,i:'j3>ift>bDicer ^#^^6) 

L^Lft^ib, XlBOctdft'; 3>t?±V hDicer i:ov>tli % **©*t*»4 

c e r#4< k *> i^<D K> -f > fc^f *U;T, d s RNAM§*rjJ«4d s RN 
A (s i R N A) * & tc-tOjtfzs^X^W 

ft ^E'ft'S: ft±"C § & * fco v> T (i£n ib tLT v*ft v> 0 
Sfcld. d sRNA4-l$J:<«$^*ftt:-2V^^{:^^tt»f)^Tv^ 

[0 0 0 5] 
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Zbtz, RNA#'^5-«ilv»t^)SUft2 1 l'*?- K*0$iftOd s RNA 

lot, RNA tWSjJ* i<T?§4 *U* ±B:&tfc & f Offl T S & „ 
[0 0 0 6] 

llGuo S. tl« Cell 1 9 9 5^ vol. 81, p6 

11-620 

fflfcttXtR 2] Fire A. Ife 5 £ Nature 1 9 9 8^ vol.39 
, P806-811 

Wtt3] Bernstein E. fl&3£ Nature 2 0 0 1* v 
o 1 . 409, p363-366 

[^iM4] Tabara H. fll3£ Cell 2002* vol. 10 
9, p 8 6 1 -8 7 1 

[»tt5] Zhang H. -fife 4 £ The EMBO Journal 2 
002* vol. 2 1, No. 2 1, p5875-5885 
Mtt6]Myers J . W. i&3£ Nature biotechno 
logy 2003* vol. 2K p324-328 

IfEftlfrXtik 7] Donze O . il^ Nucleic Acids Rese 
arch 2002* vol.30, No. 10, e46 

i§tm *m&: l i n t *• z mm] 

[0 0 0 7] 

*&WV>mmi*. #5fe<7>S£<£>d s RNA44^$^ittmS, d sRNA^H 
fStefc^i-ft*^* RNATSM^fOJBTOfc#£*>«*«>d sRNA£$J 

m i < £ R N A^««ilKtt*4fe ^rtlffit- ft £ t K & ft 0 

[i&gfcftl&l- ft 
[0 0 0 8] 

*ftmmh&. ±.nimmZM&:irZ>tztb, **«rttUfctt*, Dice r K> W 

^£#MJrU SfiftOd s RNAMLT#^^d s R N A ££j££-£ft f&'ft*^ 
1"ft, d s RNA^Ifttt^ttii' >^^Stl,fflUo Sfc, *BMS'fr»tt 
* W?*|f, If R N A^ffitt^r ft ^> ^ >^ ^ K^^ffTi? d s RNACd s RN 
A^ffitefc^ofc^W^RfcffcfflS^fti t 19, »S^d s RNAW 
i<i!S-elSi^ $fetwSR«ift»'&Stt i fe*i-ft^>^^K**d s RNA^iCft 
a$ttftRNA^KfB^i3V*Tfe-?-^^tIcilJi$-*ft ^ t SrjLfflU :£§&95£5uJ&£ 

[0 0 0 9] 

1"£:b*>, *$&9J©*1<B$&IK*±, dsRNAMttttn^^^Mot, 
d s RNAMU^S^^ds RNA=Sr&Jl£-rft®14**-rft-fc£#mt-f ft 
d s RNA^tt^ttS * >/^Si:HtSo 

^^l^KfiVi-C, dsRNA^tt*tt^^>^'^lii> Dicer 
«K^^f>W-S-t^f^t<, «x.tf, RNasellla, bi^Cds 
RNA^K> A yfrh*% *><OlfiU i t^o £f>K, P A Z > «r£^-CV>T & & 

v> 0 Sfc, ^BjOfll ^©^^^f^ffl^^icICi 19, »I^WdsRN 
AjWKU 5-3 0tiW©d s RNA*&S$*4tt#-ei5o *fc*»W©*l«>» 
^^/^Si: L"C(±, d s RNAtHitt^tt^ * >/^K>?»WJ^^@S^J##4 
Xttl 7Ettor5y8ftBB?iJ*ftv^ilB?!|f£©BBy!l#*3Xttl 6fB«c<^m»lB^J^3- 
K£*Lft T 5 y i£IE?iJ^£>&ft * >^^^K^M^^ttfto &ftv*l±, iS^J^<^S5^J#-^4 

lW»d s RNA^)iffi1i*ttS^>^^ll^ 3 F^H±t««Lfci 
O tc^mi- ft £ t K X o T , *4v»lil/73KV ft $ *Lfc?g± Srltffl "t ft 
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[0 0 10] 

#SPJOlS2<75$&0jm, mm%i&%i&*&1r2>9y^9%.<DftteTX-d sRNAi:d s 
RNAfrM&®L*%-$-2> 9 y^9 #5e<7)ft$Od s RNA^r^i-^-fc 

/^Jfli. RNA^tS'tt^^-t^^ >-^°^«-e*o-C^^^ 0 ^KRNA^®14^^r 

^Bj60^2O^HJ^^^J: 19. !H^i$OdsRNA^ £j 1 5 ~ 3 0 3&»*teo 
dsRNA^4itS;W s t-n o $<b&~. ^BJC0^2^l§^H^v^T, dsRNA 
5W5fM1££^& * ^:fl^cD^l<7)%igo^>/^^K-e*)o-C^^L, ^ 

ilD i c e r ^av^i-e^M^IWl^-C^-pT^^V^o 
[0 0 11] 

<7) # 3 <d %m ii , mm^m^ z^-rzpy^tw. <d#&t -e r n a ^j&f&tt £ 

A7fti, n-*F ->ay^ /nf'f J: < . -e-offi^fi^'&B^^v^ 

jCtiDNAflt^RNA^V ^7~motUv> 0 
[0 0 12] 

W^XS^*^-? & 9 y^9%m$K- d s RN A#!iTO££;Pr1- & * >rc$r 5C£-^f-t-& 
[0 0 13] 

m%k&te&*G-fz>9y;*?nk d s RNA:frfllM1±£^i-£*>^®£^-*-&£ t 

[0 0 14] 

[0 0 15] 

[3&HJ3 *>£&*] 
[0 0 16] 

* ^ #^Oft$<^d s RNA*l»1?i5d s RNA^MttW^^> 

✓<*Kamtts*L"&o RNA^^^fijffl^^-sijfSEOs^od s 
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[0017] 

#W«H#fcSV>-CD icertlt RNA i <3:»»!«K^«*«> d s RN A3: s i RN 

ttli, t <tc|5^(i^tL^v>^x.{?N*MJJ: 15 ATP^K>^A RNA^U* 
-•fe* -f M*»4PAZ K*>f RN a s e I I I aS^b 4 3 

[0 0 18] #jumi . 

#JH»»fci3V»-C, Dice rW||F^>tli, ft^d sRNAMU^ 

[0 0 19] 

±WK^>tUlt #fcR£tt3*L*vva«0|*tf, RNa s e I I I a, b K 
*<<>m.V l l l Z& s RNA^ K> -< &£>#*$l752ft-&o iiRN a s e I I I 

a, bK^>tt, Zhang H. Itii4£ The EMBO Journal 20 
0 2# vol. 21, No. 21, P 5 8 7 5-5 8 8 5 i:|atWJ:M:> 2#ilRN 
ACtlKlMt, 5' «l'y>m»^^^=Sr#^^S<7)^'J^^V^^K'S:^ 

>»±, 2^#IRNA^#Mfi<J^^-r^M^^='- K"Ta«l5fi:-C*o-C4 AV> 0 

[0 0 2 0] _ 

#BJ*ffl*K£v>Td sRNAttt RNATWt^^mRNAfcfmRNACH 
ttft & m^ia^J m^RNAi©2 *4Mft& LfcRNAOtfcti?. 

T^^i" s i RNA^So 
[0 0 2 1] 

*M5»l»tisv>TiRFje©fi$od s RNAtli, WKRjfett 3 *Lftv>*»«£tf % ®1 0 
-10 0^^Ol£H4 , O#5e^^^d s RNA<£>£ t SrWdo $?>IC % ^15-30 
&^<0$Sffl*O#7E<£>fi£> #C2 0~2 5TOWf<0#^S$©d s RNA 
-Cfc-oTfc&^o itLlbOd s RNAfi, s iRNAtUffflt^o 
[0 0 2 2] 

, RNAi:^tattW^>^fOi^f% S^WltL-Cli, & 
[0 0 2 3] 

^^-^t*fV\ f!)x.{f@^<2rM^9 9/2 7 1 1 7^07V7 K:afi«©pCo 

1 d^rf-tf^f htl&o 
[0 0 2 4] 

[0 0 2 5] 

W^#tri3V^"C^Kfc^^ftlSOd s RNA*^l:^itSfcli, frMfrfc'&fc^: 
M6D^«fc&£ft£)|Od s RNA75 ? m^»)fe^^^T?S^$tt^v^E^^»-r^- 

[0 0 2 6] 

(1) *3PJ?Wd sRNA»ttW^^^^, »oS$£:frifc*&tf 

#f§0Jtf)d s RNA^fStt^^-r^^^^^K^^ d s RNAMlt^©*? 
Od s RNAMn^t^l^o ifd s RNA^iliMt^r/^Iiil 
Ti±. ftM<^d s RNA*^^ft?»d sRNA*^dfet**0-C*tLlf»K»^ 
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l±fc<s $Ix.tf> Dice r Oil K> -f > ^tt J ^ >;^f »?tiJo ^!£D i 
c e r«K^>li, RNa s e I I I a, btehXfiZd s RNAg^K^'f >^*b 
^^>^It*oti^o Sfc, ftll^d s RNA^<b#^Oft£Od s RNA?: 

gfRN a s e I I I a, b K>^f V&IFK d s RNAIn'p K> W ^ttx #^K5gtt$ 
tb*v^*«xtft hfi^D i c e ffi^J^K^J** 1 ?B*OT 5 7»E?!l<DN 

»HI<£>7 57^1271-1924 (SS^J^«0lfi^J#^ 2 tB«<0ittEyd## 3 8 11 

- 5 7 7 2) *^r-tsfeo**wfetLS 0 «x.tf, @s^ij^cr)@s^j#-^4iB^oT5 ymse 

yij*»e>4&^ V^^fi (Dice r3E*#) *4 v>ttK5IISE^iB9iJ#-§- 1 2fBm<£>T$7 

hmbbi* * * * <^ * * v ' mmm^mm^ 1 3 iB^o^BB^jt? =» - *l* r s 

SWil&Mfrbi};* 9 (Dice r gE#ftO ^TF^tL^o 

Dice r lit>fX^iv^w^S-C*5, IUii**ltjit4Wi:iL"C 

*3&§l3tf>d s RNA^jHfittWi^>^^f«, 
[0 0 2 7] 

5tt±£tL&v^#|x.i3r, IB^iJ^O@B»-f- 1 7lB«OT5 ygfeE?!l*&** <> *>£v> 
liE^J3E©R^J#-t 1 6E*©»E^a- K$*L*T 5 y*E^**fe It 

(Dice r3S#H*0 WtWMIkntiSttt 1 8|B«WT 5 7 WLWMfrb** 
2b & v> ii@c^iJ^O@S^J#^ 1 9 iBf^IIffi^J-e a-KSiiiT^ BfeEfll* <b * a * > 
aC^JR (Dice r3E#Hfc) 7&*0I)7r:3*l£o 
10 0 2 8] 

liSftfcv^ P AZ K> W > + RN a s e I I I K> W RN a s e 

[0 0 2 9] 

r^lPJ^w^Sf^ WfcRj&li**L*v*3F«*.«r, lidsRNA^filU RN 

t>K*m^^^-fi*^K^ S&^**v*J±«fWt3&E?>J (flxtf* P e r f e 

c t DBE^iJf) ^ M^>A^fM©^WJ («*.WT* His t a uWM^ 
) „ *av^i|&a^^^^»©N5fe»ffi©ftlJnlB5>IS:l^* , t*^«><^Ky | J (Wxt*. Fa 
ctor XaSE^) * ¥<DT 5 J BftE^JfcfsMJnLfc <0 i>*§£W<V d s R N AfrMtS 

x.tfSE3nm<Z>BB?!]#-^ 12X14 1 8fB$t<37 5 y^J^^t* d s RNA«tt5:t 

s RN A^ffitt^tt-?) ^ m&<Dd s RNA*#^S?« 

d sRNACtiik^iio "t**5*>. K* 5 V^T tiffiffli"* d sRNA^»jS 

14*:fr-r&*>''<$ r 5t*»#l"*"*£ iCi *K #rMtf>#5eOg£od s RN A 
£fc#-el4, it#^fi$WdsRNAIi, #£IR5£»±$*L&v>rt*0lx.«r. &1 0~ 
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1 0 OIMOii, jfiKlifil 5-3 0&&*i-<£>fSB. *SpC0* t< «#&2 0-2 

d s RNA*HK»fc£T-SJtf"*-&£ ft-=>*^ SS^d s RNA^Tfti 

d sRNA^^-^f>, a>v»-Cli*$M*Od s RNA|*IW«&^> 

IfDicerWi, pH8. 5J5l±W b n-SI^W*«7^^->-JA<D# 

$HiOd s RNA^^&fc*-****^'*®^ TB (2) KlB*0$fBM&'£fiHt 
^W^W^S, #KRj£ti:S:ftfcv>3&*0|;lur, RNAifS^ttS:ttS^W^f 
fcOiJl'&^>^^!Rc5^1ST*oTiAv>o EFCRfettSft&v^ ±JBD i c e r %A 

ittmmm&m&zG-r* & RNA^t«:tt^>/^f^ 

[0 0 3 0] 

Mj&*0I^$*U Mx.tf7^->®3K> (AGA, AGG) ©tRNAtl^Lfc* 
H^VD-f-» (AUA) . rnp (CCC) > n^5/> (CUA) <D t R 
N A 4r»^S L fc^dHWiWr tLS o 

fv>t^<, f©ii:mRNA©2Mt«:#Ii:v^t^v> 0 

[0 0 3 1] „ 

»S^n*-^-**-r*^^^-* s »iSt='Rfflt?i- ^x.lfi^Hll9 9/2 7 1 1 
7f;ry7Vy bPEt^pCo 1 d^? i'-W bti&o 

LTtt, ±IBD i c e r L#£ "/n* 

-*-£>fr1-a^*-. WittfHiR^W*9 9/2 7 1 1 7^^71/9 > fciE*Op 
Co 1 d*^*-^*3t^*#8:**0i^3tL&o 

^^#^«$<^d s RNA^^Pii^fW'W^^^^ 
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*&W<D& s RltA^f& J &*m-t2>9>'**n<0$t&J3&K&\,*Xl*, TIB (2) \Z 
[0 0 3 2] 

(2) *5&W<03RBWS#»tt*^-r*^ >'<9JtKX& d sRNAWwTO» 
■^m^(Om^^(D6. s RNA^4^t^»i i: d s RNA##KMEii2F 

. ±I5RNA^«^^i-^>^>^^S^W^^£fflT'i^o 

^ ^nf-f > (Csp : co 1 d shock protein) 7&*®l7F£ft&o #fc 

mm<omn^ 9 lam^r 5 y warn mnm^mpm^ 1 0 lamom^ie^jt? 3 - k $ 

y^SBM) * htf v'Jf-fv (Thermo toga mari 

t ima) fi*«C s pB^^R^JBCttifii, atf-^>** ^'Jr^ 
fi3fe?>C s pB? W^Ki*. #0;if^ Thermotoga maritima st 
rain MSB8^, K>f?f* 7 * > 5 * n*;V#-*^ 7 > 

h yx^^ryW>GmbHJ:»)iX (DSM3 10 9) U ^nf'f^ ^4 x.y ^ 
(Protein Science) , f£ 8 3 9 4- 4 0 31 (1999) 15«<7)^ 

n^-^-*^1-4^^^-*«»ai^'ffiffit?§. ^fl^OTl^<ZrF^^9 9/2 7 1 1 
>£SB*W>p C o 1 d*^**-**^ &ft*o 
^1£C s pBr//^S4d s R N A^SiStt* tt * * » t ft*^^* i t 

SidsRNA5-«l?Stt*1SI$^^-i:^ISo §5>i:*»WO*ftl^ ± 
IB (1) IB*fcO#5e?>S$Od s RNA*4jS$-t4 d s RNA^fStt^tt^ * 

ixtfD i c e rSEHtts 5tj»ID i c e r*4vMif jR^'J 3^1ft>>D i c 
e rWi^ ^M^|Wj^<7)V^-rtLtCi3V>T^-€-^#^^^$<Od s RNA*4fi5*4 

fcKJ: *K ^^d s RN AdM»«tt - 

wtm&m&tt-i' zti±* RNAf^t^^t^tctffl^^i 

:mu 0 f£ot\ ifod s RNAfc^T-w-ra^fc^-e^ 4*^o-ew^f 
J: & R N Af a^ffi^PH^-eiiitf, *K£&&Siiod s RNA»x^-j^^ 
^> l>V>T{i*^»Od s RNA^IgWfl&iPli^^o 

A^Mtt*tt&*^^IIi, d s RNA3WSM&& ^^Kt«»*^ > 

[0 0 3 3 ] 

* 9 WfORN A-£j£i§t££'tl&3Ii-£ *> OT**tLtt#»c|R3fe»i4 < > «lfctt#®tt«r 
* Vt^flt, 3-;V F~> a y 9 -fuT^i ^ (Csp : co 1 d shock pr 
o t e i n) jWfaKttffl-eS*. Sftn-^K ~> a v 9 ^f-fXi, «F^R5fel± 
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y 9 -fur 4 >fc LTteJRMcffiJgttSft&v^ Ifi£iJ^<o@E^iJ#-^- 9 lEf£<£>T 5 J WffiM 
(@a^iJ^<^IB^J#-^ 1 0 mm <om.WSm) Zm-fZ-V-^hJf v'Jf^ (Therm 
otoga maritima) Sl*£>C s p B 9 V^f&tfW^ *L&o 

^ 7 - -^^ r n A^itt^tt c t § ^ o sue* zlj&w—* 

& o 

[0 0 3 4] 

Sfcfc, *3MBORNA#*«)fliafc*ifett, fi«d8RNAW*«t?)f, feidsRN 
A. s i RNAO^tfllffli-Sifc^SSo ^® s i RNA^fSC^^TIi, 

#iC^{±$*L3&V^T 7 RNA'f^7-miV>T, *f£L<li&Jl 5-3 0& 
#K$f£ U < i±^J 2 0 — 2 5*3feWbO«r^1-ai»Hf0ffl-e&*o 
[0 0 3 5] 

*i-^^y/N°^«lC d s RNAO^ftftfetJ'Cd S RNA^jS14*ttS^W^ 
K<7>d s RNA$H*<0-O<Z>Rj£*<Emi-a:fca. #CRNAT^C^^T15^ d s R 
NA^^i^Cs i RNA04)S*J:?!lffltSit^i5. £<B»£\ 

[0 0 3 6] 

(3) *§kW<n-%8:fc&Rlimz 

WJWiliSti, #5t<7>ft£<£>d s R N A Kfrffi-t & RlS&tf/Xli R N A <D&$Lfc 
£K«LJfc«H±. ±» (2) |Btto«Bfcl§^flHt«:*i-4^>^^K«r^^ 

ffriTC* *K £ i£> Sf & v»tt»3fttem£*<*> 3 - ;v F v 3 y 9 rfxx > 

(Csplcold shock protein) **&*K'J6fln?^ Wm&VWfflVr 

# 9 %m.<D r^y mmn (m&mnmn^ i o iBfcom&HB^jT- ^- vzti&r < sm. 

IE?!l) ^^i"*-^-^ b 2f ^Jt-fv (Thermotoga m a r i t i m a) 
*OC s p B9 W« Lv^o 
[0 0 3 7] 

^ftM^jfifltWKIi, d s R NA^ffittfc^l" tf/OU4RNA<frj£iS 
tt^5 ^ Wv^t i J; #^S?od s RNA££$L#& d s R 

NA5W»Mtefc3irfr<& LTIi, Dice r <Z>«t6 >f 

IL<, RNasellla, b&fctffcd s RNAg^ F^ 4 9 > 

^^K**i£Ha^«Mt?i*o #KRj£»±S*L&v>a*0flx.tf* ±.13 (1) IB^OD i c e r 
Sg#fl: % 5c^MD i c e r **v»tt. TO^ U n>(ft>bD i c e rOi^ &$fgttH 
^<OV>i*tL^*o-Ci^ 0 i£«D i c e rSE»flc«r^tfjajfi!»fc L"Cf±, E?!l£tf>IB 

_tffld s RNA^ffitt*tt4^>/^Ri:*v»t, $?)i:5&a^^^-ft*^J 
, 3&a**v»Wt««i»aftB3r!I (fflxtf. Perfect DBBJiJf) , f&P* 

y^9mmmm<D9irmn His t a gge^) . 

<DKmMm<DtttoWfflZ&&?%fc#><0%in Factor XaSe^iJ^) & 2f 

5£tt3*Lfcv»j&*. flxtfE^J&tf>HE?!l#-5-l 2XJ4 1 8|Bm^T5 ymia^J?r^1-^_d s 
RNA^tfStefctft-a^'^Sia^f fctt&o Skfcl. *3&WojHJS%t-tt, ±SB ( 
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1) fem^D i c e T&&fc*&feftZ^Zfcto<OlRffife*&A'"?^'Ci>*^° 
[0 0 3 8] 

4f N T3 RNA#'J^9-*, SP6 RNA^'J^y-WfflCflt'i J c 
£ «b K*»Wo3firi£»oai«*fc LTJ4. ±ffi ( 2 ) RfROftHMS-frfttt****-* 9 v 

d s RNA«tt*ttJr/^^S^I^^^^«S^/XI±S»ffitt 
* K RNA^ffittt^ft^ * t <DWi&9 y^mZ&m LT 

v> 14 2 R N A * 1W« fcfr* 3 £• £ & & ° 

[0 0 3 9] 

$Hi<^mo-If2: LT14^ «idsRNAO*^f>f> felldsRNA 
, Wilt s i R N A <7>-g-J& Kfl] JB f - & £ £ & Uf&W^f bti&o M&IBMVoli* 

^io~io o&mn. m v<imi 5~3o^m, m-wt L<\*m2 0-2 

[0 0 4 0] 

(4) *%w<Dijmz&mztL%>*y b 

stMryMi, ±ib (2) B*©«*tt^tt**i-* rnwmm 

(Csplcold shock protein) «lt:«ltl, E3F!l^tf>BE?!]# 
-^•9|Bf£OT 5 yBtE^J*^"***" 1 *" — ^ > ^'JT-fv (Thermo toga ma 
r i t ima) ^CspB^/^I»»C«lt'^ 0 
[0 0 4 1] 

Hwl±> #^<75S$Od s RNA^^fiSoi-^mtt^^i-^, dsRNA^ 
iv^ 0 ids RNA5-»fiHt*5fr"t*^>>'^«»a e /X»4RNA'&*»tt«:Jti-4^> 

y m-14, ±ia (1) fam^D i c e x^Lm^-^^At^^^tztxowmWL^^^x 

$ h tt&m*>*y > ^SUWt LTii, ±15 ( 2 ) BB«<a«IMfr6-flH£*W-*-* 9 > 
«it»f, RNA^tW^^^^S^^^^dsRNA^SL 

**-r* 9 y^9 % t r n A&mmn*Gir & 9 % t <Df&&? 9 « *#^r l r 

*MLtv>ti^o ttfcR£H^*L*v***«*.tf % &j 2 latifcfchBs i RNA^ril 

#§IS8<Z)3ry h *fflV^itt, #5£tf>ft£<£> d s R N A-NW^OlV^^S^/X 
JiRNA<^)££ffi>gt;:fi : £-9 rfc^iSo 
[0 0 4 2] 

ifc*HS©*?hO-B»iU^ ftjfid8RNA<5*4?)f, ftffldsRNA, 

10-10 0£3fe*l\ $r2L<{*^l 5-3 0m #K$f;£L<l4&2 0~2 
^(7)d s RNA*£'JSi-*i8lfc£".3&'C*So 

immm) 
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[0 0 4 3] 

#93ffl#fcSEtt<&^©-3t>, ^7^5 HOUR, «IIS»*t8^*^**»* 
j»^WCIi2 0 0 1^ 7^HJ* T. 

7-7f^ (T. Maniatis) t;II> ^1^^^?- ^n--V^:T 9# 
7^a7;H3K(Molecular Cloning : A Labo 
ratory Manual 3rd ed.) KBttO^ttK J: ofc c 
10 0 4 4] 

1 KhfiJliDi c e rORNas e I I I K>'f>Oft8 
( 1 ) 9 9 — (D%%Hk 

Bfi?iJi«ff iffit^ti m&*d i c e r y»^N*sii dt^k 

1 2 7 1 - 1 9 2 4 (tiff3 811~5 7 7 2) J: 9 ft & # V K*«R«*« 
t ^ y-V;O^No. ABO 2 8 4 4 9 T^HJS*LTV»a&3£R?!l.}: >9 > S£^J 

^osb^ij^ 5 ji ^ 6 mm<Dm.mmn ^tt^M^^^v-iM^^DN a e 

it*** * «b Ht b S*D icer^)75 ^Wl (S2^J#^ 1 ) <DT $ S 

2 7 1 - 1 2 7 7tCffl^-r*ffl3felB9lJ*«3fe«^-l 6-3 6 Cio^DNAt 
M^7^f-7-2l±, «IK*3RHi ndl I I ©B«K5H*aa»» 9 - 1 

4l: , ^ctb^D i c e r<DT$;m.mm (w&m^i) ©T^yitf 1 9 1 9 
~i 9 2 4 Kmm-t&mmm 1 8 - 3 6 Kt> o Q 

[0 0 4 5] 

-^ft*? - ^ ilDNA (fc > c DNA7-f^7 U — > Human Pancreas. 
**9/<>f *ttR) 2,iK 5/ilWlOXLA PCR buffer (*#?^>f* 
tfcR) * 5// lOdNTPM . I0pmol^7 , 7^- 

K 10pmol0^7^-2, 0. 5U<£>Takara LA Taq 
/nM *tt«) fcimiU «7k£#n;t'C 50^ It Lfc„ KHBEJSifc*T a K a R a 

PCR Thermal Cycler SP (^5^*tt*) 9 4 

<C 1t>, 5 5^ 7 2t 3 ft* 1 ^fc-f* 3 0 * /KPRJfcfcfrft o 

tZo 

[0 0 4 6] 

RiSttTR, 1*1. 0%T#n-*$*A'«*tiM&fcttLfco ?SB$*t*: 

B#JO&j2 kbpODNA^^^hfcm^^^i^HJR-^U .x*ry->Ujfc 
jftfcfrftofco i^y-^itlR^EIJlXDNA* 5 fi 1 goMtM'M^U iRf%Kp 
n I (**?^>f **fcR) RtflHIRBSRH indlll * ?/<>f *ttR) ^2lM 
U 1. 0%7f n-xlMCJ: HWKp n I - H i n d 1 I 
U Kp n I -H i n d I I I Y^bD N AHftt&fcfco 
[0 0 4 7] 

^iCiKiii 9 9/2 7 1 1 7f^'>7V7 h <E>^J&#| 1 - 6 KfttQ^rsKflB^ p 
C o 1 d 0 8 NC 2^9 *-«rPRLfco 
*KJ:lBp C o 1 d 0 8^**-&-tl&Kp n I - H i n d I I I mft D N A Wr* * P 

fBKp n I-H i nd I I IiftDNAiM-itR^L, DNA9^->a'/*? h (9 

IIJM109^«^U -€-©^Jt«ft** 1 • 5% (w/v) fcKOS^fc^trL 

[0 0 4 8] 

ttSSE^F 2004-3085963 
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% 79* 5 K*p C o 1 d 0 8 hDi - RtUo ^®79*5 Ktt, p 

lasmid pCold08 hDi-Rk^ «»S*t, 5*8^ 1 1 Bl 

*) stSAiiM^^i^tf^fit* > * - ( b *h£«*o < 1 t 

g 1 1 sf** 6 (»«#*3 05 — 8566) ) ICFERM P-l9482fcLT 
§ft$jiTV^o i<^)pCold0 8 hDi-Rli> HFfi^Di cer 
?0 (EW#*1) ^TUff^l 2 7 1 - 1 9 2 4 0T5-/aftKy"J : fe3-K"t'*A3feK 
?!)£-£-t>79XS KT-£&o fltrl&77*< K*&SE»**;fc* 2"<**l±. P e r f e c 
t DBm His t agE?i, I^Fac tor X a LTv** 0 *SS& 
* W^fW7 5 /^@B^I4rBe^J^BE^I#-t 1 2 1:, ^lEJOfclB^OSEW-^ 1 3 

[0 0 4 9] 

(2) »»3tlT#«b u f f e r*ttfOt>^l* 

_tia (i) -ciisl^pc o i d o 8 hD i - r £jb^t*imb L 2 1 &?&g$£m 

U *<«JME8W** 1 . 5% (w/v) »*«*^**tfLB** (7'/^>V>5 0 
« g/mlHrtf) ±-C4f$*fc, £WLfc3n--£2. 5mlOLB»fl*» (T> 
t;~>V>5 0/< g/m l*tr) K«IU 3 7rTHWiU. ClO-«10 0ml 

f^>^a^-^-rttl 0 5-FI«tH^f> IPTG^iSl. OmMtiJi? 

5ml«Wt [5 0mM f'JX-MM (pH7. 5). 10 
OmM ifrffc?" b U 0. 5 mM EDTA. l%Triton Y>) X- 

10 0. 1 mM v?-**Wh-;K 2 mM 7x-^mJl'7*-A'7**?>f 
K] MSL^o U JfcMMi (1 1 , 0 0 0 r pm 2 

[0 0 5 0] 

t*^^ flWatlml Wi-NTA agarose 
Kb u f f e r A [2 OmM h (pH 7. 5) , 100 mM :i&<b^ 

p^A, l mM yft^l/^>-^ 0. 1%>50>X-100] 1 0 m 1 m 
HDU &m&> 1,5 0 0 rpmtf»tU ±»^i*tt, %} 1 m 1 oWffi* 
EJRLfco «#Bfe#f8LJ: *)P«Lfej»5m 1 0±fflfS:«SJnU 4T^8jm#«x n-*V 

mmO*7Ai^*U 5 m 1 <Db u f f e r At? 2 EHfeifJ-Lfco *K5mlObuf f 
erB[2 0mM t-'J7-»I« (pH7. 5). 10 OmM W>'J7A, 
ImM j;mWh-*, 0. 1%>7^>>X- 1 0 0, 4 0mM >f 5 

] T»lt*t5fe»^ 5mlObufferC[20mM h U *-«LBft«««t ( p H 7 . 
5), 8 0 OmM ^bT-hU^A. ImM yft^V^b-K 0. 1%>7^>> 
X-100> 4 OmM 4 , «v>T5ml<5bu f f e r Bt?tfc^*trv*B 

[0 0 5 1] 

&it^ 3mlWbuf f erD [20mM h U * ( p H 7 . 5 ) > 1 

OOmM Mtb'^A, ImM ^t^V'f >-^> 0. 1 % !• 94 h >X- 1 0 
0 lOOmM ^STZ-fl'] t»HJ»ft*ffofc. 5 0 0mlObuf f er 

E^OmM h^-Mii (pH8. 0)> 1 0 0 mM &>fb^ h V 9 A , 0. 
5mM EDTA, 0. l%hn>X-l0O, ImM ^f*^W>-^] "CM 
£^r£v> -fcVHJ3> (753>ttl) *fl§v*T*H 0#4T?*»*fr&ofc 

o CC5i»»«HS J 9->'7/K7)-«JCov>-Cl 0%SDS#'J7^'^75 K 4* 

^i:, iit>7;K:ov^Ant i His HRP Conjugate (^7^ 
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hS*D icer RNaselll K^'fV^W^SihD i Rfcffc-f&o 
[0 0 5 2] 

$fe|c±B*tt"Cttbu f f e rDW»> buf f erE (£ *l* * W^f?^ 

1 : b u f f e r F*fflv>^J8*f [5 OmM h U *-8LBMMrft (pH8. 0) . 1 
OOmM &.it+hV*A. ImM ^fc^^v^A. 0. h VX-1 0 0, 
ImM W h-*] V/t^K^VZ/H I 

2 ' b u f f e r G£fflWcM#T [ 5 0 mM h 'J (pH8. 5) > 1 
OOmM Mth'JfA, ImM Jfiftv A. 0. 1 % h U h >X- 1 0 0 „ 
ImM V^**W h-*] — I I 

3 : b u f f e r H£fflWc^#r [5 OmM > U *-tftlfttt«ifc (pH8. 8) > 1 
OOmM ttt-ffc^hV^A, ImM ~> * A , 0. 1 % h U h >X- 1 0 0 , 
ImM yftXl-ff-^] -^W^RtV^IV 

[0 0 5 3] 
£Jfc£f 2 d s R N A##M&t£<D»j£ 
(1) Rj&ftOlM 

±K*ifc«l- (2) •eilL/^W^St^^H-IVWt^D icer 

, ittiSEi:lv^S® t4S d s RNAIi, T u r b o S c r i p t T7 T 
ranscription kit (GTSttll) Srffl^T, *oSft^nf3*|:fto 

i"£:b*>, ^7X5 Fp QB I 1 2 5 (fD^«M) i:#X$tltV^Re d - s h 
ift Green Fluorescent Protein (JiTF G F P t B&ffc-f & 

) ta-mi^F (mvmvmm^ 1 1) t^^-c, ^^u* p don-ai ( 

**9^>f WAlfcpDON-r s G F P U @B^J^HB^!J#^ 7 15 

m?>T 7 -/n^-^-IEyflfc*) ofcW?^- 3 bW&m^W&m^ 8lB«<0^jft^ 

L"C> T 7 RNA po 1 yme r a s eCi4RNA^)fiRlSPJ:>)ft7 0 0 bp© 
g^Ods RNA^lSL^o 
[0 0 5 4] 

±|£^-eiSML/id s RNA 1 // g, ±SB (2) T*P«Lfeh D i R 1 fi K 1 
OmM ATP#jj[ 1//1> 5 OmM v*A$g?£ l^U 5X«i 

a s e f r e e 7fc£;&ax--C, £rfi£ lO^li L£ <D*fcJ&fct Lfc 0 
[0 0 5 5] 

TfT»W>D icer (GTSttS) Dice rS£St?fc2 ^ 1 > ift4 

J d s RNA l^g. lOmM ATPit 1 /i K 5 0 mM «flr*'*'*->* A* 
% 0 . 5 fi K fd-*ORJB««iR 4 /i K CfLfc n u c 1 e a s e free JO 
^rfi* 1 0 ^ 1 t L/i &©&RfDf&2: L£ 0 
[0 0 5 6] 

ja±OKJS«C*W«t, 3 7ttl 7B#IWKJ&fc. 5^1*1 5%*°VT^ i ;;VT5 K 
A K2&rfeLfcy;vJ: *K &J2 1 * * V**- KO*»»©« 

[0 0 5 7] 

_tS3 (1) t*P«UfcRJ6«©Stt«5£*fTV^ RNas e I I I 

ffi|E# 2004-3085963 
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(hDiR) ^^ftMLfc, zb<<-, &mmm#K)sv&&%&Kw-ci>mi't 

^^JW*fflV>fco w^SMJ-^/n I I n ^W^ft>^HVC 

jSV^Tte, 4"C«^4e>W f H- 2 0r«#OV>rtLO^tw^V^T^ltJlED i cerfcffi 

[0 0 5 8] 

£JUtO£ hffi^D icerORNaseHIF^r/^W^S (hDi 

R) (4, pH8. 5Ja±<^hV^-ffl««*«t^ 

[0 0 5 9] 

■f-9ie«OT^ y^Se^J^^i - ^)- 1 ?--^ h # v'Jr^ (Thermotoga ma 
r i t ima) fi*WC s p B ^ Rt^f;^ t Ltlv^o 

^Kteu y t'fx^'X (Protein Science) $8#, 3 9 4 - 

4 0 31 ( 1 9 9 9) IBIRO^ffi-ClHKLfeo 
[0 0 6 0] 

(2) -9--^h** -7'Jf^a*CspB<OdsRNA^jS^M 
C s pB^^iDL/i^-eOd s RNA^Stttt&T^J: d KfflJfeLfco 
•ftat>%, hDi-R*»*i:U«#^ *Jfe«l- (2) T-I»UhDiR 
1 // K ±IB (1) -CWSLfcC s pB« 1// K Sfi:Lt»2- 
(1) tttfflUdsRNA 1 /« g, lOmM ATP»« 1 L 5 0 mM *frft 
-r^->^A»«[ l^K 5XK«[2 5 0mM h'^-tt (pH8. 5) 
„ 5 0 0mM H;* A, 0. 5%TritonX-100, 5 mM DTT] 

2/iK inCauclease fre e tK * JJD x. X , 1 0^ 1 i: Vtzi><D$:K 

J&mt Ltzo ifcfI«)D i c e r <B*£-t4, ^**HB*tf>ttJfcfc3fcSt t d s RN 
A& 1 ^ gin^., CltLH n uclease fre e 7ft£}JI];iT, ^45r 10/iliU 
*>0*RJic?i&i: L/Co ftisffrlfcOD i c e r fcov>T»i % GTSli, Stratagen 
ett. Invi trogentt(0^^ffflt/:o 
[0 0 6 1] 

ffiMLtiC s p B? >'*?M<DMm*&rM%."?4. 6ng/// K 9. 2ng/^K 
18. 4ng//iK 9 2ng/^ n:44i^:ttU «M^3>>D-JV 
t LtC 3 p BOMiif 1 OmM (pH7. 5 ) * 1 

[0 0 6 2] 

Ja±0>RJS&ifc* WttU 3 7 *C-C 1 8 ttfflKJotfc* 5 ft lS:15%#n^^7 5K 
y^W^cattt^ftL, .x.-f-v^ A7n7^ Ktw J:4jfefe«rtrV»^|M*?tfBt^:o S 

otal Lab ver. 1. 11 (Nonlinear Dyna 
m i c stt») KXZWmmKXvX, m2 IKtV** KOd s RNA»«^i 
*tf*ofeo "fljJRD i c e rMRNa s e I I I 4 (hD 

i R) mvf*t,flD$&£-fc:iJV>-C<>C s pBijJDCJ:^ d s R N A©3WS*<&|rU:7&*£T© 
«&ta*fcWI Ltilt? § 7t 0 tffc 9 . 2 n g /// 1 Wfr^^fl:^l6]±i-* - fc «S 

[0 0 6 3] 

-f C s pB*jRJ&ifc l H^iirr*£*:TN TfrHKOD icer^ RNasell 

I V* Wt*Jl©V»-f*;fcfc*V>T* d s RNA^SfiWi «9 #• < £ tf* 
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[0 0 6 41 

(3) ^--^Y^f v'Jt^^C s pBWRNAM^if 

t ^MMXh^> t<7)B*fe^^^. t-*hJ!r -7'Jf ^vfi^C s pBWRNAM^ 
^m^r^WL/co ^Ef^a-C, T7 RNA*° i ;>9--lfm : Sr7l^t/Co RNA^ 

T7 RNA^'J>7-^:UOT^l^tU 0 ^ftt'i^Pl^t^Ty/n^- 

^ _ ^i-* p e t 1 6 b (/ ^px. ytem Kwm^wzm^ 1 1 %m.(o^mm * 

^-fh r s GFPdtfc^fcSAL-^9^5 K£^rMDNAi LT 1 /* g, 1 0XT7R 
NA^U^^-^fffi^M (^iJ^^^tnm) 2/*K 5 0mM DTT 2^K 
RNase^VHtf^- (^*7^Mtfi») 0 . 4 fx K 2 5 mM NT P 2/zl 
, T7 RNA'f'J^7-^ (^*7^Mtttl) 1/iK CspBSS 1 1 , -T 
WUuclease f r e e 7jc^iJnx.T#l:^ 2 0 ^ 1 fc Ltz i> <D*frfcmt U 3 

iv-eAmmKfcmttzo %&*nnwxc s P Br^^©iii±»9 o n g 

/ft U 180ug//iK 4 6 0 ng//< K 9 2 0 ng/// U 
it^Jn^^^^^ >n-;Vk LTC s pB(0W«t|)S 1 0 mM U V ? 

(pH7. 5) Zip immLtzo 

M©t>^2// lOXMOPSliS (2 0 0mM MOPS, 5 0mM 

S^m^bV^A, 10mM E D T A> 1 0 mM EGTA) 2// K *;VA7^T 
KK 2^ U R-ft^WATs K 9^1Stfnuclease f r e eTfc 3 
// 1 tmuLX7 0"C. 1 0 WSL, ^©Wt'l^f^^^^-hUo £fr 
ClOXloading buffer 2^1»U, 1XM0PS«OT^ 
fi/^AT'n^'f K*-£trl. 2 5 %7#n-x^v£ffiv*Tm^^i*^W£tr&o£o 
fi?)y;V^T otal Lab ver. 1. 11 (Nonlinear Dynami 
csttl) \Z £2>mi%LM$rK£ oT, T7 RNA^'J^^-b'CiotM^^mR 
NA^^fir^^^o^o v^-rtt^ii^^i3V^-Ct^m^a^l^-h^?SM-e^ 
fco #K> C s pB«f*H 6 0 n %/ M 1 £LL<7>3|r£% ^^tlfi:^aB#0^f 
^^2^m±^, ?«bt:9 2 0 ng/^ 1 ftl&n Lfz^ti^ 3 C t^5t^t?^ 

[0 0 6 5] 

( 4 ) y.-^yjf Y'Jf^fi^Cs pBWd s RNA^©M 
^. t ^^_^ b # 7 ijf^fi*C s pBOd s RNA^CMt^^Wl^^-cM 

fco RNA^OlE^KOV^Ttt, TfJlE^T u rboScript T7 Transcr 
i p t i o n kit (y->-l:7f-y^7AXtt^ £fflV>T. ^"n h=r;V 

Kftofc. c\(DmzmiUVtzC s P B^>/^RcDjft«{±M«-e9 Ong/^ 1 

„ 1 8 0 n %/ ix U 4 6 0 n g/// K 9 2 0 n g/> 1 i^KU *R8&in<*>» 

hn-;Vt UC s pBClWft*^ 1 OmM 'JVf*VfASW ( 
p H 7 . 5 ) * 1 ^ 1 « Lfco 3 7 "C> 4 BfWRJSf&K 1 /u 1 ODN a s e I £Mtin L 

, 3 7tf 15^F»^^o i®TO©4 0|&«1// 1 ?:if y^A/nv-f 

7 RNA*°'J^7-lfi:J:oTM$^d sRNA©Si^*^^o v> 
1*tL<^«JK^*v>Tt<g« ! »*^l^-t5& f ?IB"^^^o C s vB<DffimMtf9 2 0 

n %/ fi l JB)L±o*&^ te¥£»*#&*ini$a>»-fr©ift 2 teJGLb* Sit a*filB-C § 

[0 0 6 6l 

±»^lfe«i:ra*Cgll®3»OT7 RNA^'^y-^ra^t^ffUo "T 
fc:b*>, *Jfc«2- (1) titled s RNAMIill// g. 10 XT 7 RNA 

1 ;c K 5 OmM DTT l^KRNa 
se/fyK1 /^_ (^5t,7^tttll) 0. 2/iK 25mM NT P 1 /* 1 > T 7 

WSE# 2004-3085963 
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RNA#'J^9-lf (^*5^*tt8) 0. 5/il> CspBW 1 ^ K -tt 
^nuclease f r e e**in;l-C5£** 10//U U^^ttU 3 7 
■C-C4HSWRJfc3*fco fcS^OlfcfciSiJnLfcC s pB^V^^KO*Ktt»ai*T?9 0 
ng/uK 180ng///K 4 6 0 ng/ J u 1 , 9 2 0 ng//i lC&ii^U 
*«lllOO*fr«5 3> >n-;vt LTC s pB©W»t^,^ 1 0 mM V U * 

I»««(pH7. 5) * l/i l«L7t 0 E»t>^VCDNa s e I 
>f*tt») *0. 5//l*nx.T, 3 £©JRJE»W>4 0ft#* 

Ol6]±«^-e§^o C s pB«i^9 2 0 n g//z 1 &±<&*£\ 3S¥gtf 

g/^»B#<£>i§^& 3 ftJGLtfc & £ t iMfflK i 
[0 0 6 7] 

s> cnc 2 R n A-e-js <z> v>i* tL©»^ *5 x i> mm~e # tz 0 
[0068] 

HifrW4 H hfi^D icerOPAZ + RNaselll K^'f ^«>»a 
(1) _ 

sa^jjc^ia^-^i safest ms*d i c e r 75 ^bubbio Nassau «9T^ym 

6 7 9- 1 9 2 4 (Mff2 0 3 5~5 7 7 2) «t <9 * & * U KfcftSS** fc 

$ .$» % y_y;r/^fgNo. AB 0 2 8 4 4 9T^$tLTV^*|*I£?!J«t ^ 
^SB^IJ#^1 4M1 5lB«0«afeffiyiJ«:^ri-4^^ , 9^-7-5RtJ f 6 ! SrDNA^jS; 

u mmzx vmmLfzo ±ia^^7^^-5«, 'Mrhkp n i mmm 

9!l 9- 1 4 §M:tl>fi^Dicer?)7 5ySl^J (ME*W§- 1 ) «7 

5 yg?ff 6 7 9 - 6 8 5 tffi^i-4»361B5>J*ffl«#-f-l 6-3 6 t^MDNAT 
**„ Sfc. ^S/7-fv-6li> fWR*3RH i nd I I I 0©«fcffi?y 9 - 1 

4 fc, ffi^D icer®75 7 miE?!l 1 ) 5 J 19 19 

- 1 9 2 4 fcJHH£r*«HMBBI****##l 8 -3 5 fcfco 0 
[0 0 6 91 

±fB^j£^7W v-=SrfflV>T> PCRtffo^o P C RORJE*#*iy.Tfc*5l _ o 
i-^^*>, ilMDNA (Hf c DNA9W 'T'v U — % Human Pancreas* 
^*9^-f*%tatt) 2/<l, 5/ilO10XLA PCR buffer (tlJ^JU* 
, 5 /i 1 ©dNTPfM **t») . 10pmol©W7^- 

5, lOpmol^^^-e, 0. 5UOTakara LA Taq 
/nM *tt») fcflnx.* ^Tfc^irax-T^:*^ Lfc„ flfSB&I&ifcfcT a K a R a 

PCR Thermal Cycler SP (^*5^*tt») C-b7bUJ4 

tZo 

[0 0 7 01 

rjes*t^x 5 fi i *i. o%7^n-^yji/m^,»^#c^o mmztitz 

B«jO»2. 7 k b p«5DNA7 9^ '/ h ^ Htt • J - 

/l/ifcJRfcfrfcofco i^y-^itlRlfc^iaJRDNA* 5 // l<D«m*fcJR*3U ftOIK&$ 
Kp n I (*#7^M**tS£) 2ltf*llR»3!SH i n d I I I (**?>*>r ^21 
JMfeU 1. 0%7^fn-^jHMit«t HOKp n I - H i n d I I 
tttti»»U Kp n I-H i n d I I IjgftDNAifrtftfc, 
[0 0 7 1] 

^Hzmmmi- (1) TrML/cp C o 1 d 0 8NC2^7^-*±sfiKp n I -H i 
ndl I ItH-fkDNAKffrtPaUfcl^Cfflv^fcoiinDWR^-CftUffU *»*KV 
>«iU;^^SL, JifBKp n I-H i n d I I I «KtDN AWfrfca-frU D 

ffiiE#2 004-3085963 
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3>£(Si&2 0 a* UfflV^T«f JM109M»L, ZmmWMfe* 1 . 5% 
(w/v) «ft03!E5£*^trLBJ§ifi (T > £ v V > 5 0 ft g/m 1 #tr) 

[0 0 7 2] 

, :«Wx.^7^5 KfcpCo 1 d 0 8 hDi - AS I t Lfco Kli 
, p 1 a s m i d pCo 1 d08 hDi-ASI g6zr;S*U « 1 5^9 B 

2 6 Hi lJ &ftfmi*AS^&#i&^ffi&jff#tt&'»*tt* > * - (B*H£tt*o < if 
rfnptlTi 1»1**^6 (Iftff3 0 5 -8 5 6 6)) CFERM P-l 9 5 3 
6 t LT^ft^^TV^o ZOp C o 1 d 0 8 hD i -AS I It, H hfi^D i c e r 
TS^BMBfll (15^iJ#-^l) 6 7 9 - 1 9 2 4 <7>7 ^ ;m.WM*^~ K 

■r*«MfeEyy (B5H*oEyy#* 1 6E«ott»i»ii, ie^J#-^i 7ia«oT5y^@e^j 

) *-&tr7?.*3 K-e**o flrSB"/9X5 K*fe?fflS*ft^ P e r f e c 

t DBSB^iJ. His t a gE?!k ll^^F actor X aSE^Jfc^LTV^o 

* >/^s«57 5 yra^ie^s^E^Jff 1 8 ^ ig&is^jfcBBFim^ie^JS^ 1 9 

[0 0 7 3] 

(2) %sl mm 

±15 (1) tllLtpC old08 hDi-ASI 1 - C o 

donPlus-RIL strain Uf7^/->ttl) *5£«3JIU *©»K 
<E3W**1. 5% (w/v) «BEO*^*^tfLBi§ttl (T > tf v V > 5 0 M g/m 1 
tr) ±^W$-fr^o 4fLt3n--*2. 5m 1 ©LBtM* (T^W > 5 0 
^g/ml#tf) fcjRHWU 3 7rt?-^*tfc 0 £©-«S*10 0mlWRLB«* 

-^-rttl0^ffl«tH/A IPTGMSl. 0 mMC4S i ? KMlU 
«|il5U*2 4B#TO*tT^lf*$-^/co *<9ftm#*3S'MMifc:.fc 5 
mlOttlW$[5 0mM (pH8. 5). lOOmM 

tby>A, ImM &flsv A, 0. 1 % h 9>f h >X- 1 0 0, ImM 
t^W'f F-^ ImM 7x-;V^f;VX)V7t-^7;i/t7^f F] Cfflit^o 0 
tjS«»i:i»)f#*tt#U jS't^i (11, OOOrpm 2 0 30 C X «? JitfOffi 

[0 0 7 4] 

±15±*oWai^ &5m 1 ^t$f>i:-yr;^7Aia^iS«:»TOi 5 

iff ^o7t 0 

t^fc*.> tiffi:Ulml^©Ni-NTA agarose (^r77'>ttS) 
C b u f f e r A [2 OmM h V * ( p H 8 . 5 ) ^ 100 mM &<tti- 

pj^A % ImM Vf^XV^f ImM M^^^i/^A, 0. 1%>7^ h 

yX-10 0] *10ml^3lOU Ifl^ 1, 5 0 0 rpm»MS^U lit* 
g^Lt, filml O#flt*r0JRUfco «9 P«L;fc*&5m 1 0_tfS*^nU 

VK^>R*L^*HiS*# 1 5mm«)*7Ai:*iU 5ml©buff e r At? 2 Htfei£ 
Uo ^:5ml<!)buf ferB [ 2 0 mM h U * -MmMMW. ( p H 8 . 5 ) > 1 
OOmM Mtby«7A, ImM ttflr*' A N ImM yft^V'f b-^> 
0. l%>7>f >VX- 1 0 0, 40 mM ^5^y*-;V] t*fl^t> 5 m 1 O b 
u f f erC [20mM h U * -«St«*ifc ( p H 8 . 5) , 800 mM i&fti- h U 
ImM ttL-fb-v^*5/^A, ImM ^ft^l/>f 0. 1%>70>X 

-100, 4 OmM A X rV-fr] , «V'"C5m 1 Ob u f f e r BT'?5fe^«rff V> B & 

[0 0 7 5] 

ffitE# 2004-3085963 
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*5fc8M!£> 3ml«buf f erD [20 mM h V * -MBWMU ( P H 8 . 5 ) > 1 
OOmM MthV^A, ImM ttflST v ^ A, 1 mM -/ft^V'f 
0. I%b7^ >>X-100, lOOmM -f 5 T^tBt^fcfro fc 0 

, 500mlObufferE [50 mM X-^MW (p H 8. 5) . 10 0 
mM Ijtt> , J'>A> ImM ^b^^^v^A. 0. 1 % h V h > X- 1 0 0 > lm 

V>T*tJl O^^T'M^fir^o/io -£<Z>-IH$fcov>T 1 0%SDS^'J7^'J;V75 
;H»i:it/:ti5, «IBL 21-CodonPlus-RIL strai 
n (xh?^y-« *?S±tUfflv»fct^^Wiftl 4 4, OOOOti 

hft^D icer PAZ+RNaselll Y * 4 "S $ y^Z% i k h D i - AS I 

[0 0 7 6] 

(3) d s RNA^Mtt<75iiJ^ 

±EH»J4- (2) t-PIML^^^K^^wio^-c. ^afe«2SB*o*ffit? 

^)^llt^lE@tt. RNaseIIIK^>r/^f (hDiR) iiPAZH^ 
(hDi-ASI) ^^v^Tfe d s RNA^S14«^^tL^o 

10 0 7 7] 

Ltzo ttz. Yu-frtLXmmmi - (2) tiSL/chD i R £ov>T *> IWtfi?) 

•?-<7)M^ PAZ+RNaselll 4 > * R (hDi-ASI) 

t« 6 1« • M?t -effitttiE^^o £<£>£t^fb. RNaseHIK^V 

[0 0 7 8] 

(4) ^n^-r^H^-^^v^-c^it 

±E«^!l4- (2) T-pmLfchD i - AS I KOi^T, 

nmmi- (2) -eiauhDi-Asi («st»o **«3t? 

TOUCspB»« l^K*Si:44dsRNA 1 ^ g, 1 0 mM ATP» 
l^K 5 0mM *flS-^^*->*A#» 5 xRJEStt«ft [2 5 OmM b 

U*-fflHft (pH8. 5) > 750 mM 0. 5%h?>fh>X-10 

0 5 mM DTT] & 2 // U itUd nuclease fre e7k*1lUX-X, #4£ 

1 0i* 1 tLizi><D*Kfo%Ltl,1z 0 CspB?>'*?M<DmmimmBi"?9. 2ng/ 
«K 18. 4ng//iK 9 2ng/// n:^^i-5«t> »D^«n>h 
n-Vt L*C C s pB^lttlitf*^ 1 OmM V >f* U (pH 7. 5 
) £ 1 1 «]L*:o 

^M^iSL, 3 7 TCT- 1 7 B#F<gRJ&flU 5/il*15%4! UT^y^T5K 

IC X ^gg-^V&T otal Lab ver. 1. 11 (Nonlinear Dyna 
m\ c stt») Hi*Hlfe»*ftwJ:-o-C, fi2 l^^Wtf F©d s RNA^MIlOgl 

tiiiE# 2004-3085963 
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hDi-ASI^)*^:fiV>T^ C s p B Ci^d sRNA (OfrfflSk 
[0 0 7 9] 

i-fcfc-fe, C s pBli, RNa s e I I I >f >4r*05t«iffl^ **VM±JE*a©l* 
M&*D i c e rWftUZ&^Xi><Z<D& s R N AfrMm&*feM-f * - fc*«5tSt? # 

[0 0 8 0] 

5 

ftLfco MitLt, TO^D i c e r (GTStt) *fflv>fco d sRNAMM 

rwu *#tt£±iBHifc0i)2- (1) iBttw^te-cffo^o «f9i- (2) 

|S*fl5hD i RSVKf JR©D i c e r «rl Of dsRNA10//g^, 3 

7 "C> 1 8HWe§JiLfc. £ftfb<7)i2J©Tjt%£RNA Purification C 
olumn 1. 2 (Gene Therapy Syst emsttl) ^fflV^tilL 
, itL.fe*£ILT©RNA : fS5WfFfiffit-'IS5fflLfeo 
[0 0 8 1 ] 

-f&fc^ s i RNASAfcfrfcS 2 4B#raiffiK2 9 10%FBS^iO f l 
%penicil l in/streptomycin £<£irD -MEMJ$i (S I GMA 
tfc») (eel lit: 5 X 1 0 4 ) 24well h Kl* I, — HfeC0 2 4 

/* lOTr ans IT 2 9 3 Transfection Reagent (9 

£in^ *t<a^Lfco Ija-e5 5-wttttu o. 3^ g ^ P QBi 

2 5 («^t±IS) £finx.T, U 5Ml!atML/:o *£C4ju 1 

COT r a n s I T-TKO|ti^D£tl^^i:?lffiL> 5 frRJlMt Lfeo 

±|Bs i RNA* 5 0 0 n glxtl^^CllL, 5 ^MM-CftS U £*l£DNA 
/ s i RNAili: L/c We 1 1 1 0 %FB S ^tfD-MEM^i* 2 5 0 /^1 
Xr> l-mimLtzii<7)K, DNA/s i RNA»«*«TL, We 1 1 ftO^W 
— Ka^J^fca-^jHwifcSfnSr^Tfcofco hn-;v£: U, 0. 3^gco P QB 

125 (ffitttmMftM) <7>fr*ffii)uLtzi><D^ % tzmM&<7>fr*iiuz-fci><Di>mwMT% 

otz a -r^C0 2 >*j.^-*-F*3T?2 4P*MJMLfco ^©IIHFACS V a 
n t a g e h > • 7*W 7^r^V>tt») fcjflv**:? n— 9->f > * > V-£#U ^ 

99- (DNA) ^*iAl/;^i:Mt^DNA/s i RNA^iAl^i^ 



[0 0 8 2] 




[^1] 










8. 0 9 


ay — /]✓ <s<9 9 —<Ti7*) 


13 3 1. 4 4 


h D i R 


14. 9 2 


TlTIKD i c e r 


7 1. 5 7 



[0 0 8 3] 

^liJfRNAfW-otv>4o tot, hDiRi:iot#f)Ws i RNAIt TfJ 
fDicer kPil*KRNAf*»***U TffJRD i c e r OfcOi 1? t^RNAf 

[0 0 8 4] 

ffiSE# 2004-3085963 
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§H«J6 

$f^hD i R*|v>TJ||lUs i RNAWRNAf^fl^^T, s i RN 
Aomn&i&Z-XmtVtto Mmt It, WD i c e r (Gene The rap 
y S y s t emsttl) fcfl§v*ifco d s R N AOWWKo ^Xit> &*&}K±.%5.$mm 
2- (1) EliOjf-effofc, 1-^t5*>s 2£i&flHl- (2) |B*^hDi R&VKTfTiR 
©Dicer^lO^lfflv^ dsRNAlO/igM, 3 7*C> 1 8 B#W"C£J»f L/c 
o fcfctoRSfctt, mmM3- (2) TMUfflLfcC s pB£*««9. 2ng/^ 1 

dttibtf>-3J®rji%£RN A Purification Column 1 > 2 (G e 
ne Therapy Syst emsliS) ^^t«lt, ttL&fc&TORNAT 

[0 0 8 5] 

•Tftfclb, s i RNA^^T 2 4HBf P2 9 3»*> 1 0 %F B S is X XT 1 
%penicillin/strept o m y c i n £^tf D -MEM^i (S I GMA 
tt*0 tSSiSS (eel li: 1. 5X10 5 ) *24wel 1 ^V- Met — BfcC 
0 2 >f V^A^-^-rtTi&a&Lfco - <7>J£«;ffl 9 5%3>7l/>H:^o/;^ 

•C, 4 9// 1 £>$$JfiL?# l^lcoGenejuice Transfection 

Reagent * *tt») fcilliU $Cb < *#Lfco ^ifi"? 5 ^F«« U 0 

. 3 fx gCOp QB I 2 5 (ftjfcKXtttt) fcUnx-T. «*tf»K$IffiU 5^-W^at?ifeit 

[W]B#^ JHI 4 7 // 1 OiSJfiL^t^Sfa^ 3 // 1 OR ibojuice Tran 

sfection Reagent (* # ?^>f *ttR) **nx.fc & <0*fll*U ifcb< 
«t#L^o IS-e5^ffli!tf U ±ffis i RNA 166. 7 n g, 55. 6ng, 18 

Z<D£oKmWkLtz2mm<7)fe%L*, We 1 1 f<7)l 0%FB S^trD-MEM** 
5 (:^^»J:^:»L^^tiTL, We 1 1 J*K*> «t 3 

iB^fciftjftfcfTfcofco ifca'/fn-^fcU, (DNA) 4>*£«iniL;fc 

T?2 4«Fl«J&*tfco iOifiiFACS Vantage h'/ -f -f y*>V> 

tfc») tlv»A7n-^ h^h'j-eftU (DNA) 

*f"f&DNA/s i RNA»«*iAlfcWr s G F P|&moPl«^I* ! £rffiO^LfCo 

[0 0 8 6] 

[j£2] 

hDiR 16 6. 7 n g 
hD i R 5 5. 6 n g 
hDiR 1 8. 5 n g 
rffflSD icer 16 6. 7 n g 
TfTIRD icer 5 5. 6 n g 
TfcflRD icer 18. 5 n g 



[0 0 8 7] 

$v>Bt'RNAfW^otv^ 0 ts&oT. hD i Rfc *oT**fc*L£ s i RNAIi, 
TfcJRD icer t PO&KRNAT WtoZk^TFlrZ. timUX^tz 0 

VX±.<V^tfrb, ^^WnhV i R^RNAW^^s i RNA|»Ktffit*4 

mSE^F 2004-3085963 
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10 0 

18. 2 1 
18.97 
3 2. 6 7 
17. 7 4 

19. 8 0 

3 2. 3 4 
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[0 0 8 8] 

±lBttt>^JH"^^tt o t a 1 RNASrtttHL r e a 1 time RT-P 
CRi:ftL r s GFP©mRNASrSit4*"C, R N AT t^OM^f o feo 
[0 0 8 9] 

i-fcfr*>, s i RNAtXtCOz -f >^a/<-^-t3 7^C, 2 4B*WJ(f*Lfc*Btt 
7&>t> t r i z o 1 e (I n v i t r o g e ntt«) U h - * ;UR N A 4ft 

8 0ng. 5XM-MLV buffer (^7^*t8) 4 // K 10 raM d N 
TP * 7^*4 ^tfcSQ 1//1> random hexamer lOOpmoK R 
Nase Inhibitor (* iJ 1 20U> M-MLV Revers 
e Transcriptase 10 0U, tM, «I*"e^it2 0)« 1 iU« 
mifcJBMLZT a K a R a PCR Thermal Cycler SP (**9>*>f 
*tt») >U 4 2t 1 0 3\ 9 5°C 2 fcfr o fc 0 Z<DKBm~ 2 0 

« 1 OEJ&«ti& (1 XM-ML V buffer, 0. 5 mM dNTP mixtu 
r e) fcflnx, itt^l 0// 1 foi^ftLfco »W*1 0^1^ 1 0XR-P 
CR buffer (* * 9^ 2.5/iK 250mMMg 2 + 0 . 3 ^ 

1 , 1 OmM dNTP 0. 75/^1, TaKaRa Ex Taq R-P C R 
iJ7^J*ftm 1. 2 5U % «I*f3 0 0 O^mfcSYBR Green 
7;UtttI) 2. 5/iK 100% DM SO 1.25/^1 SriJDx.. /? - a c t i n 
* **!:») . GAPDH {9fjJ'U*1t&) , rsGFP (rsGFP-F 

: BE?!J#-^ 20, rsGFP-R! EyiJ*-^ 21) > Neo (Neo-F: 2 2 

, N e o-R : IB?iJ#^-2 3) Ir^ffii" * 1Z*><?>&J&'7? 4 * 5 pmo 1 -Tojpx. 
OTtKT'^SS: 25// It «riBRI&*& Smart Cycler II Uni 
t (*#i7/NV*tt$n 9 5t, 1 0 3B>"T?«kS£tt*tfofe|fe. 9 5°C 5 8> 

6 0C 2 0#£ 1 4M?frk-?& 4 5 -9- 4 ^ ;VC9Rj££tr& o *r 0 #<b^T*-^ £ 
isttJd^, hfi*«>jff-a ctin, GAPDH. *irf*A^^5 Kffi*<0 
r sGFP, Neo OmRNAiiglL/;. -%:<D%k%z*%i3 izj^-to 
[0 0 9 0] 

[^3] 

^Af-V7"/l- rsGFP mRNAi ttB*hB) 

hDiR 166. 7ng 15.92 
hDiR 55. 6ng 22.72 
hDiR 18. 5ng 30.61 
rfTMD icer 166. 7ng 14.77 
TfTSSD icer 55.6ng 30.91 

rtriRD icer 18. 5ng 3 5. 8 4 



[0 0 9 1] 

^3 KmLfzXi |-> (<*9 9-<Dfr) t Jt^LT r s G F Ptf>mRNA 

f^$^l5^RNAWfeiotv^ 0 tfco-C, h D i Rt±. TfcBSlD icer £ |WMf 

CRN AT8W»**zi^ £ t **?SE"e § 7to 
&±<DZtfrh, &§£W<DhD i R{±> RNAfi©tfe«s i RNAlfiK^ffl-e* 

[0 0 9 2] 

±tmmmi - (2) , aawu- (2) tnutv^wt^odsRNA 

- (1) t»dsRNAI±> TurboScript T7 Transcript 

tBIE# 2004-3085963 
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ion kit (GTStiS) *JBv»T\ f ba^icftof^lSU. 
[0 0 9 3] 

-t%t>%. KpGL3— Bas i c^**- (•fujjfftM) fc#A3*LTV> 

i^->7x5-l?t3-Kt4Jt^^^ 79*3 FpGL3-Bas i c^* * 

ofcd s 1 - 1 ^-fcBB^Itfe<OE?!J#^-2 5|5mod s 1 - 2 7? 4 £JS v>T 

PCR 5 0 0 ifilfe**) =Sr^fv^ ^:#?>^2$®DN 

A&HiliLT, T7 RNA^V > 5-*i:J:4RNA^j»Rj6t:J: 0ft5 0 0 b 
S£?)d s RNAtWU. 
[0 0 9 4] 

*Hi©hD iR, hDi-ASI tfl|V»Tl»tfc s i RNA(DRNAf»ft 
ov^TMLfco Witt, »D i c e r (Gene Therapy Syst 
emsttS) £Jflv*;fco dsRNA©»ov>Tli, 2&*Wfc±fB£*fc0ll 2 - ( 1 ) IB 
mo^Sc-e^Tofco (2) IB«<7)hD i R, *»«4- (2) §E1R 

OhDi-AS I^^HTJROD i c e r & 1 0 // 1 fflv^T, ±IBO d s RNA 10/ig 
3 7t, 1 8P#H-CSJ®rLtf:o fc*5£tf>»fctt, 3 - (2) tffiffiUCs 

p B£li:?MJS9 . 2 n g//z 1 £3 t'^flnU RJ63*fco 

Cl*Lib<7)-gJ!Jrjg%£RNA Purification Column 1, 2 (G e 
ne Therapy SystemsttS) ^T«1U CWtWRNAf 

[0 0 9 5] 

s i RNAfAtff*^ 2 4B#F^1tf^2 9 3MB*. 1 0 % F B S 33 <£ 1 
%penici 1 1 in/streptomyci n fc-g-tr D-MEM«i (S I GMA 
1±») T'^S (eel 1»: 1. 5X10 5 ) 2 4wel 1 HCt — B&CO 

2 ^ -F«3T?** L/Co £ <Di%mMffi.tf%) 95%3>7V>HCio 

, 4 9 fx 1 cotejflLYt^^feU 1/i lOGene j u i ce Transfection R 
eagent (**9sU*ttWk) fcflPx.. SfcL < JfctfLfco SIT 5 frmWLW U 0. 
5^gCpGL3-cont ro 1 tO. l^gOpRL-TK (Promeg att») 

|WIB#tC, 8U^j--7*K4 7 1 O^ftlfiLrt^ifet- 3 ^ lORib'ojuice Tran 
sfection Reagent * :*tt») *tnx.;fcfc<0*/B*U 8fcL< 

«#Lfco giB"? 5#W4fettU Jiffis i RNA£ 1 6 6. 7ng> 55. 6 n g, 18 

i |cl»Lfc2ffiB©*«*s Wei lfd 0%FB S £-g-trD -MEMJgife 
£ 2 5 0 // 1 J^fcflKtaLfcfcOfciiTU We 1 1 ft Kfc* * 5 

«**»£iljFD* 3 fTfc-o;fco ^/:3>fn-;vhU> (DNA) O^fc&illLfc 

tO, 4 ^MTfC^^^tPX-^^CO^IWI^Ft'^T^o^o ^tC02 
t2 4NfM*|U, iOifi*Dual Luciferase Reporter 
assay kit (Promegatt*) tUv^Tyt-ftfttit^ 
(DNA) s iRNA*aL/;i^GL3^>^S 

[0 0 9 6] 
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#As i RNAf^ 

hDiR 16 6. 7 n g 

hDiR 55: 6ng 

hDiR 18. 5ng 

hD i -AS I 1 6 6. 7 n g 

hD i -AS I 5 5.. 6 n g 

hD i -AS I 1 8. 5n g 

TfTflRD icer 16 6. 7 n g 

TfTIRD icer 55. 6ng 

rtTIRD icer 18. 5ng 



[0 0 9 7] 

JfRNAf«iotV^J:#x.?)Wo ^ot, hDiR, hD i - AS I Ci-st 
nbtvZ s i RNAIi, TOD icer tlSHUKRN A Ti£$J^ ii^fiHTCt 

° JSJLJr.<?5 CI tfrh. *5£W<DhD i R. hD i - AS I^RNAT»fe©s i RNA 
[0 0 9 8] 

*5kW<DhD i R, hD i - AS I £ffiv^ C s p B £«] LxmWLLtz s i RNAi 
te^P"CPfiL-^s i RNAi:ov^T, •t^RNAT^ilC^^ttlfLfco &i3^ 
£<0*fin±ISiji0l 7lS«0;v~>7i7--fe*£fflW^;fri£KW-o:f.=o JitSStU, TUIE^D 
icer (Gene Therapy Syst e m s tt^) *m^?z 0 d sRNA^D 

8irnov>-ct±, ^6<jtc_hiB«^!i2 - (i) lem^^x^o^o i-ft^t,, mmmi 

- (2) ffi«0^i*T'li^L^hD i R, H^tffl 4 - (2) E«©*fefiSL/: h D i 
-AS I&UHCTfTlROD icertlO/^1 fflV^T, _LsB?> d s RNA 10^ g^£> 3 

7V, 1 8v$m~?wmLtzo %&z<Di%Ki*. mmmz- (2) -z&m^tzc s p b^* 

£;ft,ib<7)ij0KJf0tj£RNA Purification Column K 2 (Ge 
ne Therapy Systemsttl) ^T«1U i^BWRNAf 

m^wm^mi^tzo 

[0 0 9 9] 

[^5] 

m-A s i RNAtV^ 

ay^D — ;V ? — 

hDiR 55. 6ng+CspB 

hD i R 5 5. 6 n g 

hDi-ASI 55. 6ng+CspB 

hD i -AS I 5 5. 6 n g 

rfilfcDicer 55. 6ng + CspB 

TtTIRD icer 55. 6 n g 
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GL 33§3%& : jgftjg 
0 

10 0 

2 5. 7 0 

3 8. 9 0 
7 4. 5 1 
2 5. 8 7 

2 5. 0 0 

3 1. 0 9 

2 5. 11 

3 0. 15 

5 5.4 1 



gl 3i§M : vmm. 

0 

10 0 
9.6 6 
16.40 
14. 3 1 
13.19 
10.40 
12. 0 7 
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lit:, RNA=F*«*<&HI±fcv>£.4:*:^Lfco 
J^±«ii:^f>RNAW^»^s i RNAIWI^ **M©C s pBi ? s i R 

n a km u *# a * v> - 1 mum-? £ fco 

[0 10 1] 

*Jfe«4- (2) tftSUPAZ K*>f > + RN a s e I I I K> >*> ( 
hD i -AS I) i:Cs pB^iSt*9 2 n g/ M 1 fcfc* £ d Kin*. 
MI (5 0mMb'M-MI« (pH8. 5). 2 5 0 mM «Mb^hU^A, 1 
mM 7 *7 0. 1 mM DTT, 0. 1% TritonX-100, 5 

0% *-C«#U -j^JWrarfctJeiLTOJ: 5 fct-C, ^dsRNA^- 

fl*flHfc*»j£L;fco **«2- (1) t«»UdsRNA l^g, ±|B4- (2) T? 
P^L^^>/^K-9->"7';V 1 jb U (lOOmM h'J^-ttii 

$E (pH 8. 5), 7 5 0mM ttflltf'^A, 12. 5 mM Jfrflrr ^ * * A ) 2 
:|i|:nuclease fre e 7R£;bnx.-C, £A£ L /c & <D £ HJ£> 

jgtiiLfco 3 7 °C-e 1 8 R»m&l&&. 5/*l*15%#y7*U*'7$ K^)H«»tt^ 

J^±0^-9-V^^*5V^T^2 l^»^O^M^«M$tL, d sRNA^Mtev5 ? 
HBHfc. ra«*«*#Kli5V»TJ±, RNa s e I I I K>-f^r^I (h 

D i R) KC s pBSrinx.fctOtwO\/»T, i&£tf*3 * /§ &±##S*ufc 0 
[0 10 2] 

10 p C o 1 d 1 4 -TmC s pB^H, 
(1) pColdU-TmCspBOftS 

JiTFOTh ermotoga mariti mafi^^C spB (£11$^ TmC s pB 
kt4) W^n-ii'/CIRLtli, ynf^fv t^fxvx (Protein Sci 

ence) . »8%, 3 9 4-4 0 31 (1999) mmmm (7 ^ j Mam* row 

-§-9. at3£BBy!I*E91l#-f-l 0 \z.tf$ 0 ) ^#IL^o 

tDNA^ft«t^AU #4feCJ:»)»*LJto ±I2^^7 E «\ MRfXNd 
e IOBIfcHE?J**afe»*l 1~1 $f)l:TmCspB«75^WJ (@a^J#^- 

2 6) ©7 ? yff f 1 ~ 7 i:iSt^^S^iJ*Iif f 1 4-3 4 Ct^DNA 
■C^So Sfc. ^7°7^v-F(±, ««|R»3RBamHIOB«Ey!l«r**»-^l 1~1 
6 i:, TmC s pB<0 7*yRHByiJ (KFOM- 2 6) ©7^^ff 6 1-6 6 Cffilt 
-l>m*@B^J ; Sr^*-^2 0-3 7 tt^ffiDNA-C*5o 
[0 10 3] 

±SE#j£'7 r 7>f ^-&fllv*-c, PCRtffo/;o PCROl^t^^TCTFto 
•r^^*,, HM#I3- (1) ©ilDNAl ^ 1 (50ng) , 5/il^lOXEx 
Taq buffer . 5/i lOdNTPfiM (^*7^*tt 

*) . 1 0 pmo 1 OM^-fv-E, 1 0 pmo 1 ©W?^v-F, 0. 5UO 
Takara Ex Taq # ?^>f *ttt!Q £iJDx.> SftW**iJP*.T^** 5 0 
1 Lfco iWriBRlStft* TaKaRa PCR Thermal Cycler S P ( 
9*?;U*ttm K-feyhU 94tl^ 55tl^ 7 2 lfl**r 1 "fr* 
-I) 3 0 -9" W ^ ^ jEJB £ ff * o £ „ 

RlS*T ! SL «RJeB»l5^ 1*3. 0%7**n-^y;H^fti:it, §»2 2 
0 b p©DNA7?^ ^htlBU, ^^PCRM^l^*iU ^77^ 
*>}**IbPDU »RU J -/WfcJKfcfrfcofco i^y-;VMmo|5]JDlDNA* 5 
// 1 05*11* fc««U «lffi»*Nde I RrWWIR»#B amH I 

*tt») -C2fitB^kU 3. 0%7^0-^m^IiJ^i H^Nd e I - 
B amH I M<b%fc**ttl#ti!LU Nd e I-B amHI}BftDNAifr«r^o 
[0 10 4] 
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%.KmV&-£ffl% 9 9/2 7 1 1 7-5§v?>'7 W h<7?|lifc00 1 ~ 6ia«<^)^r&^^V^ p 
Co 1 d0 4NC2'<^-™U; (J^T, ^pCo 1 d 0 4NC 2^^-?:p 
C o 1 d 1 4^<* t-tfo-tZ) o 
[0 10 5] 

^^±IBpCo 1 dl4^*-£, ±|EDNAif>t : S:P^L/cB#M^^Oi:|WJC$lJ 
R***e«JWfU *Sf^JK.U ^m&SL^&^Srill^U ±I5Nde I-BamHIIft 

fco 7 'f y-v 3 >MK$2 0 1 tlv>t^il J M 1 0 9 SrlSKIL^ * 

O^K«KJfe#*l. 5% (w/v) iftS^0^5:#tf LB^flfe (T^tf^U > 5 0 /z g/ 

[0 10 6] 

( 2 ) CspB<05'J';f^y t-tOigt, 

±E«*«1 0- (1) t-iSL/;pCo 1 d 1 4-TmC s pB^V>t, 7^J»fB 
L2 1*i»U fOM*Rlft#S:l. 5% (w/v) L BttMl ( 

T>H°v«;>5 0// g/ml-&tf) mtHfco 4fL^3n--t3 OmlOLB 
(bacto-tryptone 0. 3 g . bacto-yeast ext 
ract 0. 1 5 g, N a C 1 0. 15g, 7>^'^1. 5m g) CifL, 3 
7 r-C— BfeJ§# L7to £ O^*^ 3 0ml *£ 3'J7>^LB ifc#*&*b (bacto- 
tryptone 30g^ bacto - yeast extract 1 5 g^ N a C 

1 1 5 g. T y tf ~> V > 1 5 0 m g) Sr#tr 5 V y h*Vir-7T->^- (^ ~f 
^tt») fcttttflU 1 5 0 r p m. A i r = 0 . 5 V ? h ^/m i n. 3 7 
tM^t^fL, *<D&, 1 5Vtt3QLtio ^nfefcl PTG*r*«JKl. 0 mM 

<fc -5 KiSimU 150rpnu Ai r = 0. 1 5t«t 

2 4BiNWigf*LT5&«lH»3-£fco f Otl^^M^l^ <t *)*£>> 1 1 g^IM^ 
t#/- Q llg£44ml<DbufferA [20 mM h V X -ttBfcttflrft ( P H 
8. 0) ] HSML/io 9 U JfrWMi (10, OOOXg 

20*) ciuwtnii^ihcMUo iw±«po*iim«c*$e>njaa^ 

1(70, OOOXg 2 Oft) \z£V±.m<Vt&&%L£itm.tKfrm.l>tZo 
[0 10 7] 

±E-h»©fflm«U »53ml fcyfci&.h-CftftS (7 0*C. 10*) Sr^fv^ jfrfc** 
(10, OOOXg 2 0*) KJ: Uftitii: z<D&Mm±ffifcfemm 
2 0 0mMt!!cSJ:o(:NaCl fc&imU SfeKbuf f erB [2 OmM MJ*- 
(pH8. 0). 2 0 OmM Mt b A] "Cf MbfcA n i o n E x 
changer DE52 lOmV^b^MU 4 TCT?— lftj|R^*»^*# Lfco 3t 
*M3« (3, OOOXg 2 0*) KXi)±mtimtKfrm^ ±.t***bW?X"7 
j --?ti&M*ft-otio ^<DUfc4 5mlCO^ 3')7 b;KDb ufferA [20 

mM ^-mmmmm (phs. o) ] nMiTa*fttr4c^. 

[0 10 8] 

j5 2 0 mm©*7Ai:^IlfctI#f l-tt 10 0ml *<DQ-S epharose 
F. F. (7-7y^A • /t>f i:ilfM5 0ml»U 400 

mlObuf f erA [20mM h U ^-aBft»«fR (p H 8. 0) ] Tifeifrfctrofc 
o ^<^#%*ia* : Sr!l|ilXL, UF30, 0 0 0*f f Centriprep YM- 3 
0 (MI L L I POREtiS) iMMZ^t-fce Z(7>\J Fil$if£2 6 0 m 1 £ <j> 3 0mm<7? 
*9AH5^^L/c4 Oml^Hepar in Sepharose CL-6B (7vy 
•V A • /<>f *^>f i>^1±«) fc^JDU 160mlObufferA[2 OmM h 'J 
(pH8. 0) ] •Cifeifr'Mffcofco -e<^^> 2 0 0ml^buf f er 
A [2 OmM (pH8. 0) ]'O0~ IMMt h 'J f^^?^ 
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f f erA [20mM h'J^-SWt (pH8. 0) ] fc**LT«*r*frfco;fco 
i©IWi6 5mUUF3, 0 0 0*?h Centriprep YM- 3 ( 
MI LL I POREM) £fflv>T$jl 4 4 ft* 5 1 <D9>/<? 

•ten-/U»ifc (W/W) 8 5 0 ^1 Zntzo *<V— «fcov»-C > V S D S #V 7? 

[0 10 9] 

(3) C s p B9 >s*?m\,z£2>tymt£&O±g-lZWX 0 

xnznnmmmwi- (2) , n»4- (2) ^wsiLfc^w^sw-^/wcov* 

T, (CspB) ©i$»*4ftttbfco fcfc£<&R*fc*i, 

(2) tl»UTmC8pBtfflv>fc, 
-Tfc*>t>, 3«S«1- (2) , *Jfc«4- (2) -cm*kl,t:*>WRV->'7fi' (hD 
i-R#*ifc) N Jfcli^^^ft>^V (hDi-ASIff^) l/*K*lfc«l 
0- (2) TNWRLfcC s pBgi (9 2 n %/ fx 1) £ 1 M 1> H»J 2 - (1) TP 
ILf:ifi:i^dsRNA 1 /* g, 5X^i» (lOOmM f'J^-Mt 
I (pH8. 5) > 7 5 0mM Mtf'J^A, 12. 5 mM A) 2 

^ 1 „ iiiCnu clease fre e TJc^JnAT. 1 0 /< 1 Lfc&Ofc&Ifc 

©3>>n-;Vt LTTfTlKOD i c e r £ov>"C & IBJ&tefrfco/So TfJlE^D i c e r ( 
GTSttS) i« 2/*L CspB»» 1^ 1, ««i44dsRNA 

l//g, lOmM ATP^il l^U 50mM tt-fk"V^ S"5r 0. 5// 
1 > ttWk<Dmj<&ffiMWL 4^1, CltLlCn uclease fre efcZtoz.X, 
10//lt Lfcfc <D*fiLfBWLt Liz a £ fcfc. TmC s p BOftfr«3 £ l^lOnucl 
ease fre e3fc£tJIlX-fc &tf) 5 £r^2fT''f "^3 > hn-;Vt Lfco 

&±<D&mWL*mmi^ 3 7ttl8 B#MRIfc1^ 5 /i 1*15%* ,, J7^ , J^7U' 

^Tot a 1 Lab ver. 1. 11 (Nonlinear Dynamics tt§£ 
) ££STC49M?f£ io-C, %]2 1 V^-f- KOd s RN A3^SHS» frfcofco 
*<D8r*. *JS«10- (2) HllSilftTmCspBli, ^*W3- (1) 

T^m> »»S*LfcTmC s pBfc|BMi!Uw % d s R N A<Ofrffim<Dfa±1>mnZ tlfco 
[0 110] 

Hife^l 11 h D i - A S I (O 3 0 V v Y ^y^-t©^ Rtfffi Wk 
( 1 ) ^3I> MIS 

-tiaHSfeiaJ 4 - (1) tilUpCo 1 d 0 8 hD i - AS I £fflv>~C, t^MB 
L2 1«TOU -r^^f 1 • 5% (w/v) «JRO*^S:*tr L Bl&tti ( 

TytfvU > 5 0 ft g/m 1 #tf) ±t4|Hf:o 4tLfc3n--* 2 0 0 m 1 OT 
B $L#ig:l& (bacto-tryptone 2. 4 g > bacto-yeast ex 
tract 4. 8g, glycerol 0. 8m K 1 7mM K H 2 P O 4 7 2 
mM K2HPO4. TVtfv'J > 1 Omg) KteBU 3 7W-^Slfco 
ft?£2 0 0ml 55*£ 2 0'Jf h T B (bacto-tryptone 24 

0g, bacto-yeast extract 480g> glycerol 80m 
K 1 7mM KH2PO4, 72mM K2HPO4, 7>^y'J>lg) *#tr3 0 
'j7Hl/yt-77-^>^- (JlM^J 3>tt») tiff, lOOrpm, A i 

r=6'J-;HV/min, 3 7*CO*frT?*t*HJ5»3B*^*L. -t^)^ 1 5ti:^ 
Lfc.Jfr^IPTG*»«lll. 0mMC44J:^i6JllU 1 0 0 r p m> A i r 
= 6V ? f;V/mi ns 1 5t^fr-C2 4 B#Hi&«L-Tf&5ii!^$-£fc 0 fCtSft* 
fc'WMifc «£ *J 2 6 gOlMt#fco M#<0— *B 1 2 g £ 4 8 m 1 OffiU&ttft 

it [5 0mM f'JX-Iiiil (pH8. 5), 1 0 0 mM Iftth'JvA, 1 
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mM ^k^^^A, ^nf7-feM >titf^- (Complete, EDTA- f 
r e V > v >vW A*±g!l) ] KWJKWLfco ttttifettftK * 0 *#*«*b 

, at't*«(12, OOOrpm 3 0 ft) \Z X <9 ±?t^Wffi^ t ijfcjft K#$£ Lfco 
_LiS±fitOtttBf£ $J5 6m 1 *Jflv»T3fcfc-y*>l'*9A|cJ:**»i^J2n r «>J:d 

[0 111] 

t4t>^, tffiSaia-C 16ml fl"©N i - NT A agarose (^7^>ttl 
) 5 0ml mint, t&fflfc, 1 , 5 0 0 r p m»MML, ±flf* 

mm-?z>&ft*2mm.*)MLx, m&miomiiazmwLLfco w#«#*J:»jii»Lfci& 

-e<Z>t£> ^Wgfi<)^^^Mf L/cfit^2 0mm©A7At:^L, 4 0mlO 
jfflJfeBfe#»fc [ 5 0 mM h'J^-MIil (pH8. 5), 1 0 0 mM tttffc-J- b U 
^A. ImM tttffcT*''*^* A, -/n-rT-"^^*?*- (Comp 1 e te, ED 
T A- f r e e> ^-V -? >'^4 AtfcgQ ] Ttfc^-Lfco #LlZ4 0m 1 Ob u f f 

erA[2 0mM h'J^-tflW (pH8. 5) , lOOmM ttfttb'^A, 
ImM iBMb-r^^'>^A, 10% ^>J-trn-;K 2 0 mM -f ^ "CflUB £ 

Wik, 40mlObufferB[20mM h'J^ -ttHMftffitt ( p H 8 . 5 ) % 8 
OOmM ^k?" b 'J *A, ImM atffc^* , *->* A % 10% ^'J-tn-^ 2 0m 
M S , gv>T4 OmlObuffer AT?ft^«:ft^gfi|)M©^^ > 

24mlObufferC [20 mM b V 7* -&WLWtffi%L ( p H 8 . 5 ) . 
lOOmM ImM *s * A ^ 10% ^V-bn-;K 10 

OmM -f ^ tfV-fr] -emm&ftZffo-fco friz, 300mlObufferD[2 0 
mM YVA-M.mmffiWL (pH8. 5) , 10 OmM Jtlk^ b V A . ImM Jfrfk 
v^v^A. 10% ^'J-kn-jV] fcttLTjStfffcfrfcofco 
[0 112] 

S#r1£Oi£i§i#i&£ I 1 0mm^*7Ai:^|Uc 1 m 1 OH eparin Seph 
arose CL-6B (TT i/ V Av*^ ir^rH ^>X%t$k) ^v^JPU 5ml<Dbuf 
fer D[2 0mM h'J^-«» (pH8. 5), 10 OmM 8Mfc?- h U * 
A, ImM 10% /'J-fcn-;V] T-3fc$-£tr&o #C&~> 5m 

l©buffer E [20 mM b V * -^TO^ffc ( p H 8 . 5 ) , 2 0 0 mM 
^b'J^A, ImM Hft^^^V^A, 10% ^U-fen-ju] , *<0&, 5m lO 
buffer F[20mM b V * -MIft ( p H 8 . 5) , 400 mM 
b'J^A. ImM ^k^^v^A, 10% ^y-tu-;v] „ 5mlObuffer 

G[2 0mM hn-TO» (pH8. 5) , 8 0 0mM ffi-fk^ h U * A, 1 
mM Mv^v^A, 10% ^V-bn-;i/] Rotefflfctrfcofco 
t #»IHt>^CWTCentricon YM- 1 0 (7?3>ttl) ^fflv^t 
j&2 0fetr~mffi*ft%^> I?J2 5 0// 1 <D* >^N-^K^>7 p ;v=£r#^ 0 fo-^cov> 
tl0%SDS^'J7^'J;V75 Kl^tti:#Lfcti?.> ft^Mfo 1 4 4, 0 0 00 

feanaw^ ^^^s^> kiwmb3*u i^i^^TOMtt^iiicf ffl t)to ello 

j§5g-Cf£PL M>$*L*:*>0£, #dfc$!4- (2) "CWIIBL2 1 -C o d o nP 1 u 
s-RIL strain (* b 9 * >tt«) 3#§!£ Lfc 4 O t Jfc 

[0 113] 

(2) d s rn Aftmm&<omfe 

±tmmmi 1- (1) xmmLtz^y^^m^>^^^^x, nmw2- u) -e 

WKLfcdsRNA 1 // g > ±|B 1 1 - ( 1 ) TMWSLfc * > "f» 1^1 

> 5XKJ6tt«« (lOOmM b V * -:BH»*«ifc ( p H 8 . 5)> 7 5 0 mM ^k 
tb'J^A, 12. 5mM &fkv^*->*A) 2 fx 1 > £*ifcn u c 1 e a s e f r 
e e^K^inxT. ^fi£ 1 0 M 1 i: Lfc 0££J£i£i: t^o 3 7U'l 8 B*WKJfc&* 
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5/£ 1 *1 5%#VT^V^T5 K^vS^Mk xfy*>)A^n7^ FC^tfe^ft 

N A0-»fiH£j&n*B* ^Tto 
[0 114] 

(3) C s p B^WKK J:*«J»f®tt©±#^^v>T 
3fcfc£lfcm 1- (1) fiSILfc^^^St'/^WCo^T, 
**w«*Jt (CspB) Of&WfctfcftLfco 
•fftfet.. *St«10- (3) tRI»^L-C, *WJ1 1- (1) tilU^W^ 

%*i-v-ffr mmm im k *m^i o- (2) t-pil^cs pb»* 

112- (1) "eiSUiSt^SdsRNA 1/ig, (lOOmM 
F'JX-MIW (pH8. 5) > 7 5 0mM Mtf'J-)i> 12. 5 mM 

A) 2 ^ U CL*Uw nuclease fre e tK £ *P x. X > ^rfi^r 1 0 
1 Lfc *> OZELlfcWLk Ltz 0 C s pB^^7SOlSttlfIIt'9. 2 n g/// 1 
fc8SinL-fco t/c, i©R03>fn-^fcLtf!R©Di cer»:ov>t% 
RHSUcfrfcofco m<DD i c e r (GTSttI) «3Rifc2 // U CspBg 

ifc l/i 1> iSJ:44dsRNA lj«g> 10mM ATPil 1 fi U 5 0 mM 
^ffcv;}^ 0. 5 // 1 > ffrJR^lOSflMftifc 4 K CltLtCn u c 1 e a 

se f r e e*»£-Cs tt^ 1 0 ^J-vtU^O^RlBIi: t/c 0 Z.o>m" 
{±C s p BOftfr*) £n u c 1 e a s e : ^=>e e 7jc * Jn A <D * 3 V hn-;Vfc L£ 

[0 115] 

&±©jRJS**1PI«U 3 7ttl8 l$|IQKJS&. 5/. 1*15%#'JT^'J^T5 K 
M^y^^T otal Lab ver. 1. 11 (Nonlinear Dynami 

^Oiffd s RNA<D#*f*fx4ort:o 

-e^^m. $»PAZ + RNa s e I I I V* >( **&tr&&&* >'<?$t (hD 
i-ASI) */flv>fc»£-t:::&v»l\ C s p B»^i^> d s RNA<^^aot6]±« 

WHBStLfco TfrSfcOD i c e rO^ii, d s RN A«i»OJt#«^$ *l£ <D 

2>Zb i)*»Smx$> Sit &m bfrtte^tzo 
[0 116] 

3Eifc0lll2 hDi-ASIi:J:ailOiS»©RNAi«i* 

MMMl 1- (1) O^'^^Jl^-CWLfcs i RNAORNAf »©MC"3 
v>-C*!tLfco OTtLt, «<7)D i c e r (GTStt) *JBv>fco d s RNA^il 
4&<Dfmti\ **Wt±IBfE»«l 1- (3) IBftW^-effoTto &*shD i-AS I 
^10- (2) -CSMttLfcC s pB*jfc««T9. 2ng/^lt44 

£ 3 k«jL£ 0 -t£*>*>. ii^n- (i) R*<o**KC s pBfcffiio L.fc <*><*>> 

afetfl-lfrflROD i c e r £ffiV>-C. ti^2- (1) tpSL/:d s RN A 1 0 M 

, 3 7t, 1 8B#^T'^Dif L/Co £*L<b<7>i2J®rSt7&M i c r o c o n- 1 0 0> Mi c 

ropure-EZ * * **±H0 4rfflV>T«!#U £*Lfc tWRN AT 

[0 117] 

-Tfcfct>> s i RNAfAtfi*^ 2 4B#WHtr*-2 9 10% FBS^itf 

1% penicillin/streptomyci n £^tr D-MEM^i (S I G 
MAtI) -e^* (eel It: 1. 5X10 5 )*24well %"fV- 

tzft&X^ A 9 fi I <Dmtfn.WigS&Ll- 1/zlOGenejuice Transfec.ti 
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on Reagent 2/ **±8!Q HL < Ltz a MUX 5 

U o. 3^g<7)pQBi25 pH±«!0 £inx.T, m^Krlfnu 5^r^ 

|WJB#K. glJf-i--/lC4 7 ^ 1 OitJfiLVt^l&t' 3 //lORibojuice Tran 
sfection Reagent (* ii J/U tftM) *lNz-tz & o£JB^U tL < 
4E#t^o ^-e553«SU ±ias i RNA£5 5. 6 n g £ ft]*- Tm^KrSft! L 

[0 1 1 8 J 

d Hfi§£L*:2a«0?#i&£> We 1 1 ^P<D 1 0 % F B S ^^trD-MEM^ 
* 2 5 0 M 1 K«JL£&OKij3jTU We 1 1 ftO*#$u^-K£ £ X o 

n^frlzmMZ'tttt^tzo ifcavhn-fl/tLt, (DNA) O^fc^flDLfc 

*^«ifi*o**anx.^:*)Otra^^lT4o^o Borneo 2 >r 

t2 4WtU:o :?)»FACS Vantage •fO*'/V> 
tfcSlD *fflv»fc7n-t>f >>>'J-CiU (DNA) tf>*£#AL/>: % <DK 

JtfSDNA/s i RNA»«*iALfc*^r s G F P»»©IB«**fli£Lfco 







[0 119] 




[St6] 










3.5 2 


ayhO —/V * — 


112 0. 08 


hD i -AS I + C s p B 


9 3. 0 9 


TtTflRD i c e r 


2 7 8. 5 9 



[0 12 0] 

v>«JfRNAT*3l t ili5^ Vi *o #oT. hDi-ASI+Csp BCictftfeiii 
s i RNAii, rUIELD i c e r tp«l«KRNA ifcfcfcfc^U RNA i t:fM^it 
^$tL7^ 0 £ <b C ^ i < s i RNA^4It^.-J:^l, |WJ*0 s iRNAtft 
JBLfc»-£\ T&BRO0*J: H^RNA iftSi^ttiiittaBU. 

jei±oifc^fe, *HMO*S-CWKlfc^ i^^R^RN Af*fc*0 8 i RNAP 

mz^m-ejb&z.ttfi&Mxhtzo 

[0 12 1] 

d s RNA^O^?«^^U ? /'X{±RNA^'{£3t^75 s tltt$tt^ 0 $ 
[0 12 2] 

SEQ ID NO: 3; A gene encoding human dicer mutant 

SEQ ID N0:4; An amino acid sequence of human dicer mutant 

SEQ ID N0:5; Synthetic primer 1 to amplify a gene encoding human dicer mutant 
SEQ ID N0:6; Synthetic primer 2 to amplify a gene encoding human dicer mutant 
SEQ ID N0:7; Synthetic primer 3 to amplify a gene encoding red-shifted green flu 
orescence protein 

SEQ ID N0:8; Synthetic primer 4 to amplify a gene encoding red-shifted green flu 
orescence protein 

SEQ ID NO: 14; Synthetic primer 5 to amplify a gene encoding human dicer mutant 
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SEQ ID NO: 15; Synthetic primer 6 to amplify a gene encoding human dicer mutant 

SEQ ID NO: 16; A gene encoding human dicer mutant 

SEQ ID NO: 17; An amino acid sequence of human dicer mutant 

SEQ ID NO: 18; An amino acid sequence of human dicer mutant 

SEQ ID NO: 19; A gene encoding human dicer mutant 

SEQ ID N0:20; Synthetic primer rsGFP-F to amplify a gene encoding rsGFP 

SEQ ID NO: 21; Synthetic primer rsGFP-R to amplify a gene encoding rsGFP 

SEQ ID N0:22; Synthetic primer Neo-F to amplify a gene encoding Neo 

SEQ ID N0:23; Synthetic primer Neo-R to amplify a gene encoding Neo 

SEQ ID N0:24; Synthetic primer dsl-1 to amplify a gene encoding luciferase 

SEQ ID N0:25; Synthetic primer dsl-2 to amplify a gene encoding luciferase 

SEQ ID N0:26; Synthetic primer E to amplify a gene encoding CspB 

SEQ ID NO: 27; Synthetic primer F to amplify a gene encoding CspB 
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SEQUENCE LISTING 



<110> TAKARA BIO INC. 

<120> The protein which has dsRNA decomposition activity, the dsRNA decompositi 
on method and the RNA synthesis method using the protein which has nucleic acid 
binding activity 

<130> T-1882 

<160> 27 

<170> Patentln version 3. 1 

<210> 1 

<211> 1924 

<212> PRT 

<213> Homo sapiens 

<400> 1 

Met Lys Ser Pro Ala Leu Gin Pro Leu Ser Met Ala Gly Leu Gin Leu 
15 10 15 



Met Thr Pro Ala Ser Ser Pro Met Gly Pro Phe Phe Gly Leu Pro Trp 



20 



25 



30 



Gin Gin Glu Ala He His Asp Asn He Tyr Thr Pro Arg Lys 
35 40 45 



Tyr Gin 



Val Glu Leu Leu Glu Ala Ala Leu Asp His Asn Thr He Val 
50 55 60 



Cys Leu 



Asn Thr Gly Ser Gly Lys Thr Phe He Ala Ser Thr Thr Leu Leu Lys 
65 * 70 75 80 



Ser Cys Leu Tyr Leu Asp Leu Gly Glu Thr Ser Ala Arg Asn Gly Lys 
85 90 95 



Arg Thr Val Phe Leu Val Asn Ser Ala Asn Gin Val Ala Gin Gin Val 
100 105 HO 
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Ser Ala Val Arg Thr His Ser Asp Leu Lys Val Gly Glu Tyr Ser Asn 
115 120 125 



Leu Glu Val Asn Ala Ser Trp Thr Lys Glu Arg Trp Asn Gin Glu Phe 
130 135 140 



Thr Lys His Gin Val Leu He Met Thr Cys Tyr Val Ala Leu Asn Val 
145 150 155 160 



Leu Lys Asn Gly Tyr Leu Ser Leu Ser Asp He Asn Leu Leu Val Phe 
165 170 175 



Asp Glu Cys His Leu Ala He Leu Asp His Pro Tyr Arg Glu Phe Met 
180 185 190 



Lys Leu Cys Glu He Cys Pro Ser Cys Pro Arg He Leu Gly Leu Thr 
195 200 205 



Ala Ser lie Leu Asn Gly Lys Trp Asp Pro Glu Asp Leu Glu Glu Lys 
210 215 220 



Phe Gin Lys Leu Glu Lys He Leu Lys Ser Asn Ala Glu Thr Ala Thr 
225 230 235 240 



Asp Leu Val Val Leu Asp Arg Tyr Thr Ser Gin Pro Cys Glu He Val 
245 250 255 



Val Asp Cys Gly Pro Phe Thr Asp Arg Ser Gly Leu Tyr Glu Arg Leu 
260 265 270 



Leu Met Glu Leu Glu Glu Ala Leu Asn Phe He Asn Asp Cys Asn lie 
275 280 285 



Ser Val His Ser Lys Glu Arg Asp Ser Thr Leu He Ser Lys Gin He 
290 295 300 



Leu Ser Asp Cys Arg Ala Val Leu Val Val Leu Gly Pro Trp Cys Ala 
305 310 315 320 
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Asp Lys Val Ala Gly Met Met Val Arg Glu Leu Gin Lys Tyr He Lys 
325 330 335 



His Glu Gin Glu Glu Leu His Arg Lys Phe Leu Leu Phe Thr Asp Thr 
340 345 350 



Phe Leu Arg Lys He His Ala Leu Cys Glu Glu His Phe Ser Pro Ala 
355 360 365 



Ser Leu Asp Leu Lys Phe Val Thr Pro Lys Val He Lys Leu Leu Glu 
370 375 380 

He Leu Arg Lys Tyr Lys Pro Tyr Glu Arg His Ser Phe Glu Ser Val 
385 390 395 400 



Glu Trp Tyr Asn Asn Arg Asn Gin Asp Asn Tyr Val Ser Trp Ser Asp 
405 410 415 



Ser Glu Asp Asp Asp Glu Asp Glu Glu He Glu Glu Lys Glu Lys Pro 
420 425 430 



Glu Thr Asn Phe Pro Ser Pro Phe Thr Asn He Leu Cys Gly He He 
435 440 445 



Phe Val Glu Arg Arg Tyr Thr Ala Val Val Leu Asn Arg Leu He Lys 
450 455 460 



Glu Ala Gly Lys Gin Asp Pro Glu Leu Ala Tyr He Ser Ser Asn Phe 
465 470 475 480 



lie Thr Gly His Gly He Gly Lys Asn Gin Pro Arg Asn Asn Thr Met 
485 490 495 



Glu Ala Glu Phe Arg Lys Gin Glu Glu Val Leu Arg Lys Phe Arg Ala 
500 505 510 
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His Glu Thr Asn Leu Leu He Ala Thr Ser He Val Glu Glu Gly Val 
515 520 525 



Asp He Pro Lys Cys Asn Leu Val Val Arg Phe Asp Leu Pro Thr Glu 
530 535 540 



Tyr Arg Ser Tyr Val Gin Ser Lys Gly Arg Ala Arg Ala Pro He Ser 
545 550 555 560 



Asn Tyr He Met Leu Ala Asp Thr Asp Lys He Lys Ser Phe Glu Glu 
565 570 575 



Asp Leu Lys Thr Tyr Lys Ala He Glu Lys He Leu Arg Asn Lys Cys 
580 585 590 



Ser Lys Ser Val Asp Thr Gly Glu Thr Asp He Asp Pro Val Met Asp 
595 600 605 



Asp Asp His Val Phe Pro Pro Tyr Val Leu Arg Pro Asp Asp Gly Gly 
610 615 620 



Pro Arg Val Thr He Asn Thr Ala He Gly His He Asn Arg Tyr Cys 
625 630 635 640 



Ala Arg Leu Pro Ser Asp Pro Phe Thr His Leu Ala Pro Lys Cys Arg 
645 650 655 



Thr Arg Glu Leu Pro Asp Gly Thr Phe Tyr Ser Thr Leu Tyr Leu Pro 
660 665 670 



He Asn Ser Pro Leu Arg Ala Ser He Val Gly Pro Pro Met Ser Cys 
675 680 685 



Val Arg Leu Ala Glu Arg Val Val Ala Leu He Cys Cys Glu Lys Leu 
690 695 700 



His Lys He Gly Glu Leu Asp Asp His Leu Met Pro Val Gly Lys Glu 
705 710 715 720 

2004-3085963 
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Thr Val Lys Tyr Glu Glu Glu Leu Asp Leu His Asp Glu Glu Glu Thr 
725 730 735 



Ser Val Pro Giy Arg Pro Gly Ser Thr Lys Arg Arg Gin Cys Tyr Pro 
740 745 750 



Lys Ala He Pro Glu Cys Leu Arg Asp Ser Tyr Pro Arg Pro Asp Gin 
755 760 765 



Pro Cys Tyr Leu Tyr Val He Gly Met Val Leu Thr Thr Pro Leu Pro 
770 775 780 



Asp Glu Leu Asn Phe Arg Arg Arg Lys Leu Tyr Pro Pro Glu Asp Thr 
785 790 795 800 



Thr Arg Cys Phe Gly He Leu Thr Ala Lys Pro He Pro Gin He Pro 
805 810 815 



His Phe Pro Val Tyr Thr Arg Ser Gly Glu Val Thr He Ser He Glu 
820 825 830 



Leu Lys Lys Ser Gly Phe Met Leu Ser Leu Gin Met Leu Glu Leu He 
835 840 845 



Thr Arg Leu His Gin Tyr He Phe Ser His He Leu Arg Leu Glu Lys 
850 855 860 



Pro Ala Leu Glu Phe Lys Pro Thr Asp Ala Asp Ser Ala Tyr Cys Val 
865 870 875 880 



Leu Pro Leu Asn Val Val Asn Asp Ser Ser Thr Leu Asp He Asp Phe 
885 890 895 



Lys Phe Met Glu Asp He Glu Lys Ser Glu Ala Arg He Gly He Pro 
900 905 910 
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Ser Thr Lys Tyr Thr Lys Glu Thr Pro Phe Val Phe Lys Leu Glu Asp 
915 920 925 



Tyr Gin Asp Ala Val lie He Pro Arg Tyr Arg Asn Phe Asp Gin Pro 
930 935 940 



His Arg Phe Tyr Val Ala Asp Val Tyr Thr Asp Leu Thr Pro Leu Ser 
945 950 955 960 



Lys Phe Pro Ser Pro Glu Tyr Glu Thr Phe Ala Glu Tyr Tyr Lys Thr 
965 970 975 



Lys Tyr Asn Leu Asp Leu Thr Asn Leu Asn Gin Pro Leu Leu Asp Val 
980 985 990 



Asp His Thr Ser Ser Arg Leu Asn Leu Leu Thr Pro Arg His Leu Asn 
995 1000 1005 



Gin Lys Gly Lys Ala Leu Pro Leu Ser Ser Ala Glu Lys Arg Lys 
1010 1015 1020 



Ala Lys Trp Glu Ser Leu Gin Asn Lys Gin He Leu Val Pro Glu 
1025 1030 1035 



Leu Cys Ala He His Pro He Pro Ala Ser Leu Trp Arg Lys Ala 
1040 1045 1050 



Val Cys Leu Pro Ser He Leu Tyr Arg Leu His Cys Leu Leu Thr 
1055 1060 1065 



Ala Glu Glu Leu Arg Ala Gin Thr Ala Ser Asp Ala Gly Val Gly 
1070 1075 1080 



Val Arg Ser Leu Pro Ala Asp Phe Arg Tyr Pro Asn Leu Asp Phe 
1085 1090 1095 



Gly Trp Lys Lys Ser He Asp Ser Lys Ser Phe He Ser He Ser 
1100 1105 1110 
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Asn Ser Ser Ser Ala Glu Asn Asp Asn Tyr Cys Lys His Ser Thr 
1115 1120 1125 

He Val Pro Glu Asn Ala Ala His Gin Gly Ala Asn Arg Thr Ser 
1130 1135 1140 



Ser Leu Glu Asn His Asp Gin Met Ser Val Asn Cys Arg Thr Leu 
1145 1150 1155 



Leu Ser Glu Ser Pro Gly Lys Leu His Val Glu Val Ser Ala Asp 
1160 1165 1170 



Leu Thr Ala He Asn Gly Leu Ser Tyr Asn Gin Asn Leu Ala Asn 
1175 1180 1185 



Gly Ser Tyr Asp Leu Ala Asn Arg Asp Phe Cys Gin Gly Asn Gin 
1190 1195 1200 



Leu Asn Tyr Tyr Lys Gin Glu He Pro Val Gin Pro Thr Thr Ser 
1205 1210 1215 



Tyr Ser He Gin Asn Leu Tyr Ser Tyr Glu Asn Gin Pro Gin Pro 
1220 1225 1230 



Ser Asp Glu Cys Thr Leu Leu Ser Asn Lys Tyr Leu Asp Gly Asn 
1235 1240 1245 



Ala Asn Lys Ser Thr Ser Asp Gly Ser Pro Val Met Ala Val Met 
1250 1255 1260 



Pro Gly Thr Thr Asp Thr He Gin Val Leu Lys Gly Arg Met Asp 
1265 1270 1275 



Ser Glu Gin Ser Pro Ser He Gly Tyr Ser Ser Arg Thr Leu Gly 
1280 1285 1290 
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Pro Asn Pro Gly Leu He Leu Gin Ala Leu Thr Leu Ser Asn Ala 
1295 1300 1305 



Ser Asp Gly Phe Asn Leu Glu Arg Leu Glu Met Leu Gly Asp Ser 
1310 1315 1320 



Phe Leu Lys His Ala He Thr Thr Tyr Leu Phe Cys Thr Tyr Pro 
1325 1330 1335 



Asp Ala His Glu Gly Arg Leu Ser Tyr Met Arg Ser Lys Lys Val 
1340 1345 1350 



Ser Asn Cys Asn Leu Tyr Arg Leu Gly Lys Lys Lys Gly Leu Pro 
1355 1360 1365 



Ser Arg Met Val Val Ser He Phe Asp Pro Pro Val Asn Trp Leu 
1370 1375 1380 



Pro Pro Gly Tyr Val Val Asn Gin Asp Lys Ser Asn Thr Asp Lys 
1385 1390 1395 



Trp Glu Lys Asp Glu Met Thr Lys Asp Cys Met Leu Ala Asn Gly 
1400 1405 1410 



Lys Leu Asp Glu Asp Tyr Glu Glu Glu Asp Glu Glu Glu Glu Ser 
1415 1420 1425 



Leu Met Trp Arg Ala Pro Lys Glu Glu Ala Asp Tyr Glu Asp Asp 
1430 1435 1440 



Phe Leu Glu Tyr Asp Gin Glu His He Arg Phe He Asp Asn Met 
1445 1450 1455 



Leu Met Gly Ser Gly Ala Phe Val Lys Lys He Ser Leu Ser Pro 
1460 1465 1470 



Phe Ser Thr Thr Asp Ser Ala Tyr Glu Trp Lys Met Pro Lys Lys 
1475 1480 1485 
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Ser Ser Leu Gly Ser Met Pro Phe Ser Ser Asp Phe Glu Asp Phe 

1490 1495 1500 

Asp Tyr Ser Ser Trp Asp Ala Met Cys Tyr Leu Asp Pro Ser Lys 

1505 1510 1515 

Ala Val Glu Glu Asp Asp Phe Val Val Gly Phe Trp Asn Pro Ser 

1520 1525 1530 

Glu Glu Asn Cys Gly Val Asp Thr Gly Lys Gin Ser He Ser Tyr 

1535 1540 1545 



Asp Leu His Thr Glu Gin Cys He Ala Asp Lys Ser He Ala Asp 
1550 1555 1560 



Cys Val Glu Ala Leu Leu Gly Cys Tyr Leu Thr Ser Cys Gly Glu 
1565 1570 1575 



Arg Ala Ala Gin Leu Phe Leu Cys Ser Leu Gly Leu Lys Val Leu 
1580 1585 1590 



Pro Val He Lys Arg Thr Asp Arg Glu Lys Ala Leu Cys Pro Thr 
1595 1600 1605 • 



Arg Glu Asn Phe Asn Ser Gin Gin Lys Asn Leu Ser Val Ser Cys 
1610 1615 1620 



Ala Ala Ala Ser Val Ala Ser Ser Arg Ser Ser Val Leu Lys Asp 
1625 1630 1635 

Ser Glu Tyr Gly Cys Leu Lys He Pro Pro Arg Cys Met Phe Asp 
1640 1645 1650 



His Pro Asp Ala Asp Lys Thr Leu Asn His Leu He Ser Gly Phe 
1655 1660 1665 
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Glu Asn Phe Glu Lys Lys He Asn Tyr Arg Phe Lys Asn Lys Ala 
1670 1675 1680 



Tyr Leu Leu Gin Ala Phe Thr His Ala Ser Tyr His Tyr Asn Thr 
1685 1690 1695 



He Thr Asp Cys Tyr Gin Arg Leu Glu Phe Leu Gly Asp Ala He 
1700 1705 1710 



Leu Asp Tyr Leu He Thr Lys His Leu Tyr Glu Asp Pro Arg Gin 
1715 1720 1725 



His Ser Pro Gly Val Leu Thr Asp Leu Arg Ser Ala Leu Val Asn 
1730 1735 1740 



Asn Thr He Phe Ala Ser Leu Ala Val Lys Tyr Asp Tyr His Lys 
1745 1750 1755 



Tyr Phe Lys Ala Val Ser Pro Glu Leu Phe His Val He Asp Asp 
1760 1765 1770 



Phe Val Gin Phe Gin Leu Glu Lys Asn Glu Met Gin Gly Met Asp 
1775 1780 1785 



Ser Glu Leu Arg Arg Ser Glu Glu Asp Glu Glu Lys Glu Glu Asp 
1790 1795 1800 



He Glu Val Pro Lys Ala Met Gly Asp He Phe Glu Ser Leu Ala 
1805 1810 1815 



Gly Ala He Tyr Met Asp Ser Gly Met Ser Leu Glu Thr Val Trp 
1820 1825 1830 



Gin Val Tyr Tyr Pro Met Met Arg Pro Leu He Glu Lys Phe Ser 
1835 1840 1845 



Ala Asn Val Pro Arg Ser Pro Val Arg Glu Leu Leu Glu Met Glu 
1850 1855 I860 
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Pro Glu Thr Ala Lys Phe Ser Pro Ala Glu Arg Thr Tyr Asp Gly 
1865 1870 1875 



Lys Val Arg Val Thr Val Glu Val Val Gly Lys Gly Lys Phe Lys 
1880 1885 1890 



Gly Val Gly Arg Ser Tyr Arg He Ala Lys Ser Ala Ala Ala Arg 
1895 1900 1905 



Arg Ala Leu Arg Ser Leu Lys Ala Asn Gin Pro Gin Val Pro Asn 
1910 1915 1920 



Ser 



<210> 2 
<211> 5772 
<212> DNA 
<213> Homo sapiens 

<400> 2 

atgaaaagcc ctgctttgca acccctcagc atggcaggcc tgcagctcat gacccctgct 60 

tcctcaccaa tgggtccttt ctttggactg ccatggcaac aagaagcaat tcatgataac 120 

atttatacgc caagaaaata tcaggttgaa ctgcttgaag cagctctgga tcataatacc 180 

atcgtctgtt taaacactgg ctcagggaag acatttattg ctagtactac tctactaaag 240 

agctgtctct atctagatct aggggagact tcagctagaa atggaaaaag gacggtgttc 300 

ttggtcaact ctgcaaacca ggttgctcaa caagtgtcag ctgtcagaac tcattcagat 360 

ctcaaggttg gggaatactc aaacctagaa gtaaatgcat cttggacaaa agagagatgg 420 

aaccaagagt ttactaagca ccaggttctc attatgactt gctatgtcgc cttgaatgtt 480 

ttgaaaaatg gttacttatc actgtcagac attaaccttt tggtgtttga tgagtgtcat 540 

cttgcaatcc tagaccaccc ctatcgagaa tttatgaagc tctgtgaaat ttgtccatca 600 

tgtcctcgca ttttgggact aactgcttcc attttaaatg ggaaatggga tccagaggat 660 
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ttggaagaaa agtttcagaa actagagaaa attcttaaga gtaatgctga aactgcaact 720 

gacctggtgg tcttagacag gtatacttct cagccatgtg agattgtggt ggattgtgga 780 

ccatttactg acagaagtgg gctttatgaa agactgctga tggaattaga agaagcactt 840 

aattttatca atgattgtaa tatatctgta cattcaaaag aaagagattc tactttaatt 900 

tcgaaacaga tactatcaga ctgtcgtgcc gtattggtag ttctgggacc ctggtgtgca 960 

gataaagtag ctggaatgat ggtaagagaa ctacagaaat acatcaaaca tgagcaagag 1020 

gagctgcaca ggaaattttt attgtttaca gacactttcc taaggaaaat acatgcacta 1080 

tgtgaagagc acttctcacc tgcctcactt gacctgaaat ttgtaactcc taaagtaatc 1140 

aaactgctcg aaatcttacg caaatataaa ccatatgagc gacacagttt tgaaagcgtt 1200 

gagtggtata ataatagaaa tcaggataat tatgtgtcat ggagtgattc tgaggatgat 1260 

gatgaggatg aagaaattga agaaaaagag aagccagaga caaattttcc ttctcctttt 1320 

accaacattt tgtgcggaat tatttttgtg gaaagaagat acacagcagt tgtcttaaac 1380 

agattgataa aggaagctgg caaacaagat ccagagctgg cttatatcag tagcaatttc 1440 

ataactggac atggcattgg gaagaatcag cctcgcaaca acacgatgga agcagaattc 1500 

agaaaacagg aagaggtact taggaaattt cgagcacatg agaccaacct gcttattgca 1560 

acaagtat.tg tagaagaggg tgttgatata ccaaaatgca acttggtggt tcgttttgat 1620 

ttgcccacag aatatcgatc ctatgttcaa tctaaaggaa gagcaagggc acccatctct 1680 

aattatataa tgttagcgga tacagacaaa ataaaaagtt ttgaagaaga ccttaaaacc 1740 

tacaaagcta ttgaaaagat cttgagaaac aagtgttcca agtcggttga tactggtgag 1800 

actgacattg atcctgtcat ggatgatgat cacgttttcc caccatatgt gttgaggcct 1860 
gacgatggtg gtccacgagt cacaatcaac acggccattg gacacatcaa tagatactgt 1920 
gctagattac caagtgatcc gtttactcat ctagctccta aatgcagaac ccgagagttg 1980 
cctgatggta cattttattc aactctttat ctgccaatta actcacctct tcgagcctcc 2040 
attgttggtc caccaatgag ctgtgtacga ttggctgaaa gagttgtcgc tctcatttgc 2100 
tgtgagaaac tgcacaaaat tggcgaactg gatgaccatt tgatgccagt tgggaaagag 2160 
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actgttaaat atgaagagga gcttgatttg catgatgaag aagagaccag tgttccagga 2220 

agaccaggtt ccacgaaacg aaggcagtgc tacccaaaag caattccaga gtgtttgagg 2280 

gatagttatc ccagacctga tcagccctgt tacctgtatg tgataggaat ggttttaact 2340 

acacctttac ctgatgaact caactttaga aggcggaagc tctatcctcc tgaagatacc 2400 

acaagatgct ttggaatact gacggccaaa cccatacctc agattccaca ctttcctgtg 2460 

tacacacgct ctggagaggt taccatatcc attgagttga agaagtctgg tttcatgttg 2520 

tctctacaaa tgcttgagtt gattacaaga cttcaccagt atatattctc acatattctt 2580 

cggcttgaaa aacctgcact agaatttaaa cctacagacg ctgattcagc atactgtgtt 2640 

ctacctctta atgttgttaa tgactccagc actttggata ttgactttaa attcatggaa 2700 

gatattgaga agtctgaagc tcgcataggc attcccagta caaagtatac aaaagaaaca 2760 

ccctttgttt ttaaattaga agattaccaa gatgccgtta tcattccaag atatcgcaat 2820 

tttgatcagc ctcatcgatt ttatgtagct gatgtgtaca ctgatcttac cccactcagt 2880 

aaatttcctt cccctgagta tgaaactttt gcagaatatt ataaaacaaa gtacaacctt 2940 

gacctaacca atctcaacca gccactgctg gatgtggacc acacatcttc aagacttaat 3000 

cttttgacac ctcgacattt gaatcagaag gggaaagcgc ttcctttaag cagtgctgag 3060 

aagaggaaag ccaaatggga aagtctgcag aataaacaga tactggttcc agaactctgt 3120 

gctatacatc caattccagc atcactgtgg agaaaagctg tttgtctccc cagcatactt 3180 

tatcgccttc actgcctttt gactgcagag gagctaagag cccagactgc cagcgatgct 3240 

ggcgtgggag tcagatcact tcctgcggat tttagatacc ctaacttaga cttcgggtgg 3300 

aaaaaatcta ttgacagcaa atctttcatc tcaatttcta actcctcttc agctgaaaat 3360 

gataattact gtaagcacag cacaattgtc cctgaaaatg ctgcacatca aggtgctaat 3420 

agaacctcct ctctagaaaa tcatgaccaa atgtctgtga actgcagaac gttgctcagc 3480 

gagtcccctg gtaagctcca cgttgaagtt tcagcagatc ttacagcaat taatggtctt 3540 

tcttacaatc aaaatctcgc caatggcagt tatgatttag ctaacagaga cttttgccaa 3600 

ggaaatcagc taaattacta caagcaggaa atacccgtgc aaccaactac ctcatattcc 3660 
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attcagaatt tatacagtta cgagaaccag ccccagccca gcgatgaatg tactctcctg 3720 

agtaataaat accttgatgg aaatgctaac aaatctacct cagatggaag tcctgtgatg 3780 

gccgtaatgc ctggtacgac agacactatt caagtgctca agggcaggat ggattctgag 3840 

cagagccctt ctattgggta ctcctcaagg actcttggcc ccaatcctgg acttattctt 3900 

caggctttga ctctgtcaaa cgctagtgat ggatttaacc tggagcggct tgaaatgctt 3960 

ggcgactcct ttttaaagca tgccatcacc acatatctat tttgcactta ccctgatgcg 4020 

catgagggcc gcctttcata tatgagaagc aaaaaggtca gcaactgtaa tctgtatcgc 4080 

cttggaaaaa agaagggact acccagccgc atggtggtgt caatatttga tccccctgtg 4140 

aattggcttc ctcctggtta tgtagtaaat caagacaaaa gcaacacaga taaatgggaa 4200 

aaagatgaaa tgacaaaaga ctgcatgctg gcgaatggca aactggatga ggattacgag 4260 

gaggaggatg aggaggagga gagcctgatg tggagggctc cgaaggaaga ggctgactat 4320 

gaagatgatt tcctggagta tgatcaggaa catatcagat ttatagataa tatgttaatg 4380 

gggtcaggag cttttgtaaa gaaaatctct ctttctcctt tttcaaccac tgattctgca 4440 

tatgaatgga aaatgcccaa aaaatcctcc ttaggtagta tgccattttc atcagatttt 4500 

gaggattttg actacagctc ttgggatgca atgtgctatc tggatcctag caaagctgtt 4560 

gaagaagatg actttgtggt ggggttctgg aatccatcag aagaaaactg tggtgttgac 4620 

acgggaaagc agtccatttc ttacgacttg cacactgagc agtgtattgc tgacaaaagc 4680 

atagcggact gtgtggaagc cctgctgggc tgctatttaa ccagctgtgg ggagagggct 4740 

gctcagcttt tcctctgttc actggggctg aaggtgctcc cggtaattaa aaggactgat 4800 

cgggaaaagg ccctgtgccc tactcgggag aatttcaaca gccaacaaaa gaacctttca 4860 

gtgagctgtg ctgctgcttc tgtggccagt tcacgctctt ctgtattgaa agactcggaa 4920 

tatggttgtt tgaagattcc accaagatgt atgtttgatc atccagatgc agataaaaca 4980 

ctgaatcacc ttatatcggg gtttgaaaat tttgaaaaga aaatcaacta cagattcaag 5040 

aataaggctt accttctcca ggcttttaca catgcctcct accactacaa tactatcact 5100 

gattgttacc agcgcttaga attcctggga gatgcgattt tggactacct cataaccaag 5160 
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cacctttatg aagacccgcg gcagcactcc ccgggggtcc tgacagacct gcggtctgcc 5220 

ctggtcaaca acaccatctt tgcatcgctg gctgtaaagt acgactacca caagtacttc 5280 

aaagctgtct ctcctgagct cttccatgtc attgatgact ttgtgcagtt tcagcttgag 5340 

aagaatgaaa tgcaaggaat ggattctgag cttaggagat ctgaggagga tgaagagaaa 5400 

gaagaggata ttgaagttcc aaaggccatg ggggatattt ttgagtcgct tgctggtgcc 5460 

atttacatgg atagtgggat gtcactggag acagtctggc aggtgtacta tcccatgatg 5520 

cggccactaa tagaaaagtt ttctgcaaat gtaccccgtt cccctgtgcg agaattgctt 5580 

gaaatggaac cagaaactgc caaatttagc ccggctgaga gaacttacga cgggaaggtc 5640 

agagtcactg tggaagtagt aggaaagggg aaatttaaag gtgttggtcg aagttacagg 5700 

attgccaaat ctgcagcagc aagaagagcc ctccgaagcc tcaaagctaa tcaacctcag 5760 

gttcccaata gc 5772 

<210> 3 
<211> 1962 
<212> DNA 

<213> Artificial sequence 
<220> 

<223> A gene encoding human dicer mutant 
<400> 3 

caagtgctca agggcaggat ggattctgag cagagccctt ctattgggta ctcctcaagg 60 

actcttggcc ccaatcctgg acttattctt caggctttga ctctgtcaaa cgctagtgat 120 

ggatttaacc tggagcggct tgaaatgctt ggcgactcct ttttaaagca tgccatcacc 180 

acatatctat tttgcactta ccctgatgcg catgagggcc gcctttcata tatgagaagc 240 

aaaaaggtca gcaactgtaa tctgtatcgc cttggaaaaa agaagggact acccagccgc 300 

atggtggtgt caatatttga tccccctgtg aattggcttc ctcctggtta tgtagtaaat 360 

caagacaaaa gcaacacaga taaatgggaa aaagatgaaa tgacaaaaga ctgcatgctg 420 

gcgaatggca aactggatga ggattacgag gaggaggatg aggaggagga gagcctgatg 480 

tggagggctc cgaaggaaga ggctgactat gaagatgatt tcctggagta tgatcaggaa 540 
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catatcagat ttatagataa tatgttaatg gggtcaggag cttttgtaaa gaaaatctct 600 

ctttctcctt tttcaaccac tgattctgca tatgaatgga aaatgcccaa aaaatcctcc 660 

ttaggtagta tgccattttc atcagatttt gaggattttg actacagctc ttgggatgca 720 

atgtgctatc tggatcctag caaagctgtt gaagaagatg actttgtggt ggggttctgg 780 

aatccatcag aagaaaactg tggtgttgac acgggaaagc agtccatttc ttacgacttg 840 

cacactgagc agtgtattgc tgacaaaagc atagcggact gtgtggaagc cctgctgggc 900 

tgctatttaa ccagctgtgg ggagagggct gctcagcttt tcctctgttc actggggctg 960 

aaggtgctcc cggtaattaa aaggactgat cgggaaaagg ccctgtgccc tactcgggag 1020 

aatttcaaca gccaacaaaa gaacctttca gtgagctgtg ctgctgcttc tgtggccagt 1080 

tcacgctctt ctgtattgaa agactcggaa tatggttgtt tgaagattcc accaagatgt 1140 

atgtttgatc atccagatgc agataaaaca ctgaatcacc ttatatcggg gtttgaaaat 1200 

tttgaaaaga aaatcaacta cagattcaag aataaggctt accttctcca ggcttttaca 1260 

catgcctcct accactacaa tactatcact gattgttacc agcgcttaga attcctggga 1320 

gatgcgattt tggactacct cataaccaag cacctttatg aagacccgcg gcagcactcc 1380 

ccgggggtcc tgacagacct gcggtctgcc ctggtcaaca acaccatctt tgcatcgctg 1440 

gctgtaaagt acgactacca caagtacttc aaagctgtct ctcctgagct cttccatgtc 1500 

attgatgact ttgtgcagtt tcagcttgag aagaatgaaa tgcaaggaat ggattctgag 1560 

cttaggagat ctgaggagga tgaagagaaa gaagaggata ttgaagttcc aaaggccatg 1620 

ggggatattt ttgagtcgct tgctggtgcc atttacatgg atagtgggat gtcactggag 1680 

acagtctggc aggtgtacta tcccatgatg cggccactaa tagaaaagtt ttctgcaaat 1740 

gtaccccgtt cccctgtgcg agaattgctt gaaatggaac cagaaactgc caaatttagc 1800 

ccggctgaga gaacttacga cgggaaggtc agagtcactg tggaagtagt aggaaagggg 1860 

aaatttaaag gtgttggtcg aagttacagg attgccaaat ctgcagcagc aagaagagcc 1920 

ctccgaagcc tcaaagctaa tcaacctcag gttcccaata gc 1962 



<210> 4 
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<211> 654 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> An amino acid sequence of human dicer mutant. 
<400> 4 

Gin Val Leu Lys Gly Arg Met Asp Ser Glu Gin Ser Pro Ser He Gly 
15 10 15 



Tyr Ser Ser Arg Thr Leu Gly Pro Asn Pro Gly Leu He Leu Gin Ala 
20 25 30 



Leu Thr Leu Ser Asn Ala Ser Asp Gly Phe Asn Leu Glu Arg Leu Glu 
35 40 45 



Met Leu Gly Asp Ser Phe Leu Lys His Ala He Thr Thr Tyr Leu Phe 
50 55 60 



Cys Thr Tyr Pro Asp Ala His Glu Gly Arg Leu Ser Tyr Met Arg Ser 
65 70 75 80 



Lys Lys Val Ser Asn Cys Asn Leu Tyr Arg Leu Gly Lys Lys Lys Gly 
85 90 95 



Leu Pro Ser Arg Met Val Val Ser He Phe Asp Pro Pro Val Asn Trp 
100 105 110 



Leu Pro Pro Gly Tyr Val Val Asn Gin Asp Lys Ser Asn Thr Asp Lys 
115 120 125 



Trp Glu Lys Asp Glu Met Thr Lys Asp Cys Met Leu Ala Asn Gly Lys 
130 135 140 



Leu Asp Glu Asp Tyr Glu Glu Glu Asp Glu Glu Glu Glu Ser Leu Met 
145 150 155 160 



Trp Arg Ala Pro Lys Glu Glu Ala Asp Tyr Glu Asp Asp Phe Leu Glu 
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165 



170 



175 



Tyr Asp Gin Glu His He Arg Phe He Asp Asn Met Leu Met Gly Ser 
180 185 190 



Gly Ala Phe Val Lys Lys He Ser Leu Ser Pro Phe Ser Thr Thr Asp 
195 200 205 



Ser Ala Tyr Glu Trp Lys Met Pro Lys Lys Ser Ser Leu Gly Ser Met 
210 215 220 



Pro Phe Ser Ser Asp Phe Glu Asp Phe Asp Tyr Ser Ser Trp Asp Ala 
225 230 235 240 



Met Cys Tyr Leu Asp Pro Ser Lys Ala Val Glu Glu Asp Asp Phe Val 
245 250 255 



Val Gly Phe Trp Asn Pro Ser Glu Glu Asn Cys Gly Val Asp Thr Gly 
260 265 270 



Lys Gin Ser He Ser Tyr Asp Leu His Thr Glu Gin Cys He Ala Asp 
275 280 285 



Lys Ser He Ala Asp Cys Val Glu Ala Leu Leu Gly Cys Tyr Leu Thr 
290 295 300 



Ser Cys Gly Glu Arg Ala Ala Gin Leu Phe Leu Cys Ser Leu Gly Leu 
305 310 315 320 



Lys Val Leu Pro Val He Lys Arg Thr Asp Arg Glu Lys Ala Leu Cys 
325 330 335 



Pro Thr Arg Glu Asn Phe Asn Ser Gin Gin Lys Asn Leu Ser Val Ser 
340 345 350 



Cys Ala Ala Ala Ser Val Ala Ser Ser Arg Ser Ser Val Leu Lys Asp 
355 360 365 
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Ser Glu Tyr Gly Cys Leu Lys He Pro Pro Arg Cys Met Phe Asp His 
370 375 380 



Pro Asp Ala Asp Lys Thr Leu Asn His Leu He Ser Gly Phe Glu Asn 
385 390 395 400 



Phe Glu Lys Lys He Asn Tyr Arg Phe Lys Asn Lys Ala Tyr Leu Leu 
405 410 415 



Gin Ala Phe Thr His Ala Ser Tyr His Tyr Asn Thr He Thr Asp Cys 
420 425 430 



Tyr Gin Arg Leu Glu Phe Leu Gly Asp Ala He Leu Asp Tyr Leu He 
435 440 445 



Thr Lys His Leu Tyr Glu Asp Pro Arg Gin His Ser Pro Gly Val Leu 
450 455 460 



Thr Asp Leu Arg Ser Ala Leu Val Asn Asn Thr He Phe Ala Ser Leu 
465 470 475 480 



Ala Val Lys Tyr Asp Tyr His Lys Tyr Phe Lys Ala Val Ser Pro Glu 
485 490 495 



Leu Phe His Val He Asp Asp Phe Val Gin Phe Gin Leu Glu Lys Asn 
500 505 510 



Glu Met Gin Gly Met Asp Ser Glu Leu Arg Arg Ser Glu Glu Asp Glu 
515 520 525 

Glu Lys Glu Glu Asp He Glu Val Pro Lys Ala Met Gly Asp He Phe 
530 535 540 



Glu Ser Leu Ala Gly Ala He Tyr Met Asp Ser Gly Met Ser Leu Glu 
545 550 555 560 



Thr Val Trp Gin Val Tyr Tyr Pro Met Met Arg Pro Leu He Glu Lys 
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Phe Ser Ala Asn Val Pro Arg Ser Pro Val Arg Glu Leu Leu Glu Met 
580 585 590 



Glu Pro Glu Thr Ala Lys Phe Ser Pro Ala Glu Arg Thr Tyr Asp Gly 
595 600 605 



Lys Val Arg Val Thr Val Glu Val Val Gly Lys Gly Lys Phe Lys Gly 
610 ~ 615 620 



Val Gly Arg Ser Tyr Arg He Ala Lys Ser Ala Ala Ala Arg Arg Ala 
625 " 630 635 640 



Leu Arg Ser Leu Lys Ala Asn Gin Pro Gin Val Pro Asn Ser 
645 650 



<210> 5 

<211> 36 

<212> DNA 

<213> Artificial sequence 
<220> 

<223> Synthetic primer 1 to amplfy a gene encoding human dicer 

<400> 5 

tcgagctcgg taccccaagt gctcaagggc aggatg 36 



<210> 6 

<211> 36 

<212> DNA 

<213> Artificial sequence 
<220> 

<223> Synthetic primer 2 to amplfy a gene encoding human dicer 

<400> 6 

tatctagaaa gcttttagct attgggaacc tgaggt 36 



<210> 7 
<211> 42 
<212> DNA 
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<213> Artificial sequence 
<220> 

<223> Synthetic primer 3 to amplfy a gene encoding red-shifted green f luorescen 
ce protein 

<400> 7 

gggtaatacg actcactata gggagaatgg ctagcaaagg ag 42 



<210> 8 

<211> 42 

<212> DNA 

<213> Artificial sequence 
<220> 

<223> Synthetic primer 4 to amplfy a gene encoding red-shifted green f luorescen 
ce protein 

<400> 8 

gggtaatacg actcactata gggagatcag ttgtacagtt ca 42 



<210> 9 
<211> 66 
<212> PRT 

<213> Thermotoga maritima 
<400> 9 

Met Arg Gly Lys Val Lys Trp Phe Asp Ser Lys Lys Gly Tyr Gly Phe 
15 10 15 



He Thr Lys Asp Glu Gly Gly Asp Val Phe Val His Trp Ser Ala He 
20 25 30 



Glu Met Glu Gly Phe Lys Thr Leu Lys Glu Gly Gin Val Val Glu Phe 
35 40 45 



Glu He Gin Glu Gly Lys Lys Gly Pro Gin Ala Ala His Val Lys Val 
50 55 60 



Val Glu 
65 
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<210> 10 
<211> 198 
<212> DNA 

<213> Thermotoga maritima 
<400> 10 

atgagaggaa aggttaagtg gttcgattcc aagaagggct acggattcat cacaaaggac 60 
gaaggaggag acgtgttcgt acactggtca gccatcgaaa tggaaggttt caaaactctg 120 
aaggaaggcc aggtcgtcga gttcgagatt caggaaggca agaaaggtcc acaggcagcg 180 
cacgtgaaag tagttgag 198 

<210> 11 
<211> 720 
<212> DNA 

<213> Artificial sequence 
<220> 

<223> A gene encoding red-shifted green fluorescence protein. 
<400> 11 

atggctagca aaggagaaga actcttcact ggagttgtcc caattcttgt tgaattagat 60 
ggtgatgtta acggccacaa gttctctgtc agtggagagg gtgaaggtga tgcaacatac 120 
ggaaaactta ccctgaagtt catctgcact actggcaaac tgcctgttcc atggccaaca 180 
ctagtcacta ctctgtgcta tggtgttcaa tgcttttcaa gatacccgga tcatatgaaa 240 
cggcatgact ttttcaagag tgccatgccc gaaggttatg tacaggaaag gaccatcttc 300 
ttcaaagatg acggcaacta caagacacgt gctgaagtca agtttgaagg tgataccctt 360 
gttaatagaa tcgagttaaa aggtattgac ttcaaggaag atggaaacat tctgggacac 420 
aaattggaat acaactataa ctcacacaat gtatacatca tggcagacaa acaaaagaat 480 
ggaatcaaag tgaacttcaa gacccgccac aacattgaag atggaagcgt tcaactagca 540 
gaccattatc aacaaaatac tccaattggc gatggccctg tccttttacc agacaaccat 600 
tacctgtcca cacaatctgc cctttcgaaa gatcccaacg aaaagagaga ccacatggtc 660 
cttcttgagt ttgtaacagc tgctgggatt acacatggca tggatgaact gtacaactga 720 



<210> 12 
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<211> 675 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> An amino acid sequence of human dicer mutant 
<400> 12 

Met Asn His Lys Val His His His His His His He Glu Gly Arg Asn 
15 10 15 



Ser Ser Ser Val Pro Gin Val Leu Lys Gly Arg Met Asp Ser Glu Gin 
20 25 30 



Ser Pro Ser He Gly Tyr Ser Ser Arg Thr Leu Gly Pro Asn Pro Gly 
35 40 45 



Leu He Leu Gin Ala Leu Thr Leu Ser Asn Ala Ser Asp Gly Phe Asn 
50 55 60 



Leu Glu Arg Leu Glu Met Leu Gly Asp Ser Phe Leu Lys His Ala He 
65 70 75 80 



Thr Thr Tyr Leu Phe Cys Thr Tyr Pro Asp Ala His Glu Gly Arg Leu 
85 90 95 



Ser Tyr Met Arg Ser Lys Lys Val Ser Asn Cys Asn Leu Tyr Arg Leu 
100 105 110 



Gly Lys Lys Lys Gly Leu Pro Ser Arg Met Val Val Ser He Phe Asp 
115 120 125 



Pro Pro Val Asn Trp Leu Pro Pro Gly Tyr Val Val Asn Gin Asp Lys 
130 135 140 



Ser Asn Thr Asp Lys Trp Glu Lys Asp Glu Met Thr Lys Asp Cys Met 
145 150 155 160 



Leu Ala Asn Gly Lys Leu Asp Glu Asp Tyr Glu Glu Glu Asp Glu Glu 
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165 



170 



175 



Glu Glu Ser Leu Met Trp Arg Ala Pro Lys Glu Glu Ala Asp Tyr Glu 
180 185 190 



Asp Asp Phe Leu Glu Tyr Asp Gin Glu His He Arg Phe He Asp Asn 
195 200 205 



Met Leu Met Gly Ser Gly Ala Phe Val Lys Lys He Ser Leu Ser Pro 
210 215 220 



Phe Ser Thr Thr Asp Ser Ala Tyr Glu Trp Lys Met Pro Lys Lys Ser 
225 230 235 240 



Ser Leu Gly Ser Met Pro Phe Ser Ser Asp Phe Glu Asp Phe Asp Tyr 
245 250 255 



Ser Ser Trp Asp Ala Met Cys Tyr Leu Asp Pro Ser Lys Ala Val Glu 
260 265 270 



Glu Asp Asp Phe Val Val Gly Phe Trp Asn Pro Ser Glu Glu Asn Cys 
275 280 285 



Gly Val Asp Thr Gly Lys Gin Ser He Ser Tyr Asp Leu His Thr Glu 
290 295 300 



Gin Cys lie Ala Asp Lys Ser He Ala Asp Cys Val Glu Ala Leu Leu 
305 310 315 320 



Gly Cys Tyr Leu Thr Ser Cys Gly Glu Arg Ala Ala Gin Leu Phe Leu 
325 330 335 



Cys Ser Leu Gly Leu Lys Val Leu Pro Val He Lys Arg Thr Asp Arg 
340 345 350 



Glu Lys Ala Leu Cys Pro Thr Arg Glu Asn Phe Asn Ser Gin Gin Lys 
355 360 365 
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Asn Leu Ser Val Ser Cys Ala Ala Ala Ser Val Ala Ser Ser Arg Ser 
370 375 380 



Ser Val Leu Lys Asp Ser Glu Tyr Gly Cys Leu Lys He Pro Pro Arg 
385 390 395 400 



Cys Met Phe Asp His Pro Asp Ala Asp Lys Thr Leu Asn His Leu He 
405 410 415 



Ser Gly Phe Glu Asn Phe Glu Lys Lys He Asn Tyr Arg Phe Lys Asn 
420 425 430 



Lys Ala Tyr Leu Leu Gin Ala Phe Thr His Ala Ser Tyr His Tyr Asn 
435 440 445 



Thr He Thr Asp Cys Tyr Gin Arg Leu Glu Phe Leu Gly Asp Ala He 
450 455 460 



Leu Asp Tyr Leu He Thr Lys His Leu Tyr Glu Asp Pro Arg Gin His 
465 470 475 480 



Ser Pro Gly Val Leu Thr Asp Leu Arg Ser Ala Leu Val Asn Asn Thr 
485 490 495 



He Phe Ala Ser Leu Ala Val Lys Tyr Asp Tyr His Lys Tyr Phe Lys 
500 505 510 



Ala Val Ser Pro Glu Leu Phe His Val He Asp Asp Phe Val Gin Phe 
515 520 525 



Gin Leu Glu Lys Asn Glu Met Gin Gly Met Asp Ser Glu Leu Arg Arg 
530 535 540 



Ser Glu Glu Asp Glu Glu Lys Glu Glu Asp He Glu Val Pro Lys Ala 
545 550 555 560 



Met Gly Asp He Phe Glu Ser Leu Ala Gly Ala He Tyr Met Asp Ser 
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565 570 575 



Gly Met Ser Leu Glu Thr Val Trp Gin Val Tyr Tyr Pro Met Met Arg 
580 585 590 



Pro Leu He Glu Lys Phe Ser Ala Asn Val Pro Arg Ser Pro Val Arg 
595 600 605 



Glu Leu Leu Glu Met Glu Pro Glu Thr Ala Lys Phe Ser Pro Ala Glu 
610 615 620 



Arg Thr Tyr Asp Gly Lys Val Arg Val Thr Val Glu Val Val Gly Lys 
625 630 635 640 



Gly Lys Phe Lys Gly Val Gly Arg Ser Tyr Arg He Ala Lys Ser Ala 
645 650 655 



Ala Ala Arg Arg Ala Leu Arg Ser Leu Lys Ala Asn Gin Pro Gin Val 
660 665 670 



Pro Asn Ser 
675 



<210> 13 
<211> 2025 
<212> DNA 

<213> Artificial sequence 
<220> 

<223> A gene encoding human dicer mutant 
<400> 13 

atgaatcaca aagtgcatca tcatcatcat catatcgaag gtaggaattc gagctcggta 60 
ccccaagtgc tcaagggcag gatggattct gagcagagcc cttctattgg gtactcctca 120 
aggactcttg gccccaatcc tggacttatt cttcaggctt tgactctgtc aaacgctagt 180 
gatggattta acctggagcg gcttgaaatg cttggcgact cctttttaaa gcatgccatc 240 
accacatatc tattttgcac ttaccctgat gcgcatgagg gccgcctttc atatatgaga 300 
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agcaaaaagg tcagcaactg taatctgtat cgccttggaa aaaagaaggg actacccagc 360 

cgcatggtgg tgtcaatatt tgatccccct gtgaattggc ttcctcctgg ttatgtagta 420 

aatcaagaca aaagcaacac agataaatgg gaaaaagatg aaatgacaaa agactgcatg 480 

ctggcgaatg gcaaactgga tgaggattac gaggaggagg atgaggagga ggagagcctg 540 

atgtggaggg ctccgaagga agaggctgac tatgaagatg atttcctgga gtatgatcag 600 

gaacatatca gatttataga taatatgtta atggggtcag gagcttttgt aaagaaaatc 660 

tctctttctc ctttttcaac cactgattct gcatatgaat ggaaaatgcc caaaaaatcc 720 

tccttaggta gtatgccatt ttcatcagat tttgaggatt ttgactacag ctcttgggat 780 

gcaatgtgct atctggatcc tagcaaagct gttgaagaag atgactttgt ggtggggttc 840 
tggaatccat cagaagaaaa ctgtggtgtt gacacgggaa agcagtccat ttcttacgac 900 
ttgcacactg agcagtgtat tgctgacaaa agcatagcgg actgtgtgga agccctgctg 960 

ggctgctatt taaccagctg tggggagagg gctgctcagc ttttcctctg ttcactgggg 1020 

ctgaaggtgc tcccggtaat taaaaggact gatcgggaaa aggccctgtg ccctactcgg 1080 

gagaatttca acagccaaca aaagaacctt tcagtgagct gtgctgctgc ttctgtggcc 1140 

agttcacgct cttctgtatt gaaagactcg gaatatggtt gtttgaagat tccaccaaga 1200 

tgtatgtttg atcatccaga tgcagataaa acactgaatc accttatatc ggggtttgaa 1260 

aattttgaaa agaaaatcaa ctacagattc aagaataagg cttaccttct ccaggctttt 1320 

acacatgcct cctaccacta caatactatc actgattgtt accagcgctt agaattcctg 1380 

ggagatgcga ttttggacta cctcataacc aagcaccttt atgaagaccc gcggcagcac 1440 

tccccggggg tcctgacaga cctgcggtct gccctggtca acaacaccat ctttgcatcg 1500 

ctggctgtaa agtacgacta ccacaagtac ttcaaagctg tctctcctga gctcttccat 1560 

gtcattgatg actttgtgca gtttcagctt gagaagaatg aaatgcaagg aatggattct 1620 

gagcttagga gatctgagga ggatgaagag aaagaagagg atattgaagt tccaaaggcc 1680 

atgggggata tttttgagtc gcttgctggt gccatttaca tggatagtgg gatgtcactg 1740 

gagacagtct ggcaggtgta ctatcccatg atgcggccac taatagaaaa gttttctgca 1800 
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aatgtacccc gttcccctgt gcgagaattg cttgaaatgg aaccagaaac tgccaaattt 1860 

agcccggctg agagaactta cgacgggaag gtcagagtca ctgtggaagt agtaggaaag 1920 

gggaaattta aaggtgttgg tcgaagttac aggattgcca aatctgcagc agcaagaaga 1980 

gccctccgaa gcctcaaagc taatcaacct caggttccca atagc 2025 

<210> 14 

<211> 36 

<212> DNA 

<213> Artificial 

<220> 

<223> Synthetic primer 5 to amplify a gene encoding human dicer mutant 
<400> 14 

tcgagctcgg tacccgcctc cattgttggt ccacca 36 



<210> 15 

<211> 36 

<212> DNA 

<213> Artificial 

<220> 

<223> Synthetic primer 6 to amplify a gene encoding human dicer mutant 

<400> 15 

tatctagaaa gcttttagct attgggaacc tgaggt 3 



<210> 16 

<211> 3741 

<212> DNA 

<213> Artificial 

<220> 

<223> A gene encoding human dicer mutant 
<400> 16 

gcctccattg ttggtccacc aatgagctgt gtacgattgg ctgaaagagt tgtcgctctc 60 

atttgctgtg agaaactgca caaaattggc gaactggatg accatttgat gccagttggg 120 

aaagagactg ttaaatatga agaggagctt gatttgcatg atgaagaaga gaccagtgtt 180 

ccaggaagac caggttccac gaaacgaagg cagtgctacc caaaagcaat tccagagtgt 240 

ttgagggata gttatcccag acctgatcag ccctgttacc tgtatgtgat aggaatggtt 300 
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ttaactacac ctttacctga tgaactcaac tttagaaggc ggaagctcta tcctcctgaa 360 

gataccacaa gatgctttgg aatactgacg gccaaaccca tacctcagat tccacacttt 420 

cctgtgtaca cacgctctgg agaggttacc atatccattg agttgaagaa gtctggtttc 480 

atgttgtctc tacaaatgct tgagttgatt acaagacttc accagtatat attctcacat 540 

attcttcggc ttgaaaaacc tgcactagaa tttaaaccta cagacgctga ttcagcatac 600 

tgtgttctac ctcttaatgt tgttaatgac tccagcactt tggatattga ctttaaattc 660 

atggaagata ttgagaagtc tgaagctcgc ataggcattc ccagtacaaa gtatacaaaa 720 

gaaacaccct ttgtttttaa attagaagat taccaagatg ccgttatcat tccaagatat 780 

cgcaattttg atcagcctca tcgattttat gtagctgatg tgtacactga tcttacccca 840 

ctcagtaaat ttccttcccc tgagtatgaa acttttgcag aatattataa aacaaagtac 900 

aaccttgacc taaccaatct caaccagcca ctgctggatg tggaccacac atcttcaaga 960 

cttaatcttt tgacacctcg acatttgaat cagaagggga aagcgcttcc tttaagcagt 1020 

gctgagaaga ggaaagccaa atgggaaagt ctgcagaata aacagatact ggttccagaa 1080 

ctctgtgcta tacatccaat tccagcatca ctgtggagaa aagctgtttg tctccccagc 1140 

atactttatc gccttcactg ccttttgact gcagaggagc taagagccca gactgccagc 1200 

gatgctggcg tgggagtcag atcacttcct gcggatttta gataccctaa cttagacttc 1260 

gggtggaaaa aatctattga cagcaaatct ttcatctcaa tttctaactc ctcttcagct 1320 

gaaaatgata attactgtaa gcacagcaca attgtccctg aaaatgctgc acatcaaggt 1380 

gctaatagaa cctcctctct agaaaatcat gaccaaatgt ctgtgaactg cagaacgttg 1440 

ctcagcgagt cccctggtaa gctccacgtt gaagtttcag cagatcttac agcaattaat 1500 

ggtctttctt acaatcaaaa tctcgccaat ggcagttatg atttagctaa cagagacttt 1560 

tgccaaggaa atcagctaaa ttactacaag caggaaatac ccgtgcaacc aactacctca 1620 

tattccattc agaatttata cagttacgag aaccagcccc agcccagcga tgaatgtact 1680 

ctcctgagta ataaatacct tgatggaaat gctaacaaat ctacctcaga tggaagtcct 1740 

gtgatggccg taatgcctgg tacgacagac actattcaag tgctcaaggg caggatggat 1800 
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tctgagcaga gcccttctat tgggtactcc tcaaggactc ttggccccaa tcctggactt 1860 

attcttcagg ctttgactct gtcaaacgct agtgatggat ttaacctgga gcggcttgaa 1920 

atgcttggcg actccttttt aaagcatgcc atcaccacat atctattttg cacttaccct 1980 

gatgcgcatg agggccgcct ttcatatatg agaagcaaaa aggtcagcaa ctgtaatctg 2040 

tatcgccttg gaaaaaagaa gggactaccc agccgcatgg tggtgtcaat atttgatccc 2100 

cctgtgaatt ggcttcctcc tggttatgta gtaaatcaag acaaaagcaa cacagataaa 2160 

tgggaaaaag atgaaatgac aaaagactgc atgctggcga atggcaaact ggatgaggat 2220 

tacgaggagg aggatgagga ggaggagagc ctgatgtgga gggctccgaa ggaagaggct 2280 

gactatgaag atgatttcct ggagtatgat caggaacata tcagatttat agataatatg 2340 

ttaatggggt caggagcttt tgtaaagaaa atctctcttt ctcctttttc aaccactgat 2400 

tctgcatatg aatggaaaat gcccaaaaaa tcctccttag gtagtatgcc attttcatca 2460 

gattttgagg attttgacta cagctcttgg gatgcaatgt gctatctgga tcctagcaaa 2520 

gctgttgaag aagatgactt tgtggtgggg ttctggaatc catcagaaga aaactgtggt 2580 

gttgacacgg gaaagcagtc catttcttac gacttgcaca ctgagcagtg tattgctgac 2640 

aaaagcatag cggactgtgt ggaagccctg ctgggctgct atttaaccag ctgtggggag 2700 

agggctgctc agcttttcct ctgttcactg gggctgaagg tgctcccggt aattaaaagg 2760 

actgatcggg aaaaggccct gtgccctact cgggagaatt tcaacagcca acaaaagaac 2820 

ctttcagtga gctgtgctgc tgcttctgtg gccagttcac gctcttctgt attgaaagac 2880 

tcggaatatg gttgtttgaa gattccacca agatgtatgt ttgatcatcc agatgcagat 2940 

aaaacactga atcaccttat atcggggttt gaaaattttg aaaagaaaat caactacaga 3000 

ttcaagaata aggcttacct tctccaggct tttacacatg cctcctacca ctacaatact 3060 

atcactgatt gttaccagcg cttagaattc ctgggagatg cgattttgga ctacctcata 3120 

accaagcacc tttatgaaga cccgcggcag cactccccgg gggtcctgac agacctgcgg 3180 

tctgccctgg tcaacaacac catctttgca tcgctggctg taaagtacga ctaccacaag 3240 

tacttcaaag ctgtctctcc tgagctcttc catgtcattg atgactttgt gcagtttcag 3300 
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cttgagaaga 


atgaaatgca aggaatggat tctgagctta ggagatctga ggaggatgaa 


3360 


gagaaagaag 


aggatattga agttccaaag gccatggggg atatttttga gtcgcttgct 


3420 


ggtgccattt 


acatggatag tgggatgtca ctggagacag tctggcaggt gtactatccc 


3480 


atgatgcggc 


cactaataga aaagttttct gcaaatgtac cccgttcccc tgtgcgagaa 


3540 


ttgcttgaaa 


tggaaccaga aactgccaaa tttagcccgg ctgagagaac ttacgacggg 


3600 


aaggtcagag 


tcactgtgga agtagtagga aaggggaaat ttaaaggtgt tggtcgaagt 


3660 


tacaggattg 


ccaaatctgc agcagcaaga agagccctcc gaagcctcaa agctaatcaa 


3720 


cctcaggttc 


ccaatagcta a 


3741 



<210> 17 

<211> 1246 

<212> PRT 

<213> Artificial 

<220> 

<223> An amino acid sequence of human dicer mutant 
<400> 17 

Ala Ser He Val Gly Pro Pro Met Ser Cys Val Arg Leu Ala Glu Arg 
15 10 15 



Val Val Ala Leu He Cys Cys Glu Lys Leu His Lys He Gly Glu Leu 
20 25 30 



Asp Asp His Leu Met Pro Val Gly Lys Glu Thr Val Lys Tyr Glu Glu 
35 40 45 



Glu Leu Asp Leu His Asp Glu Glu Glu Thr Ser Val Pro Gly Arg Pro 
50 55 60 



Gly Ser Thr Lys Arg Arg Gin Cys Tyr Pro Lys Ala He Pro Glu Cys 
65 70 75 80 

Leu Arg Asp Ser Tyr Pro Arg Pro Asp Gin Pro Cys Tyr Leu Tyr Val 
85 90 95 

tBIE^ 2004-3085963 



#H 2004-086129 



32/. 



He Gly Met Val Leu Thr Thr Pro Leu Pro Asp Glu Leu Asn Phe Arg 
100 105 110 



Arg Arg Lys Leu Tyr Pro Pro Giu Asp Thr Thr Arg Cys Phe Gly He 
115 120 125 



Leu Thr Ala Lys Pro He Pro Gin He Pro His Phe Pro Val Tyr Thr 
130 135 140 

Arg Ser Gly Glu Val Thr He Ser He Glu Leu Lys Lys Ser Gly Phe 
145 150 155 160 



Met Leu Ser Leu Gin Met Leu Glu Leu He Thr Arg Leu His Gin Tyr 
165 170 175 



He Phe Ser His He Leu Arg Leu Glu Lys Pro Ala Leu Glu Phe Lys 
180 185 190 



Pro Thr Asp Ala Asp Ser Ala Tyr Cys Val Leu Pro Leu Asn Val Val 
195 200 205 



Asn Asp Ser Ser Thr Leu Asp He Asp Phe Lys Phe Met Glu Asp He 
210 215 220 



Glu Lys Ser Glu Ala Arg He Gly He Pro Ser Thr Lys Tyr Thr Lys 
225 230 235 240 



Glu Thr Pro Phe Val Phe Lys Leu Glu Asp Tyr Gin Asp Ala Val He 
245 250 255 



He Pro Arg Tyr Arg Asn Phe Asp Gin Pro His Arg Phe Tyr Val Ala 
260 265 270 



Asp Val Tyr Thr Asp Leu Thr Pro Leu Ser Lys Phe Pro Ser Pro Glu 
275 280 285 



ffilE# 2004-3085963 



#M 2004-086129 



^-v>: 33/ 



Tyr Glu Thr Phe Ala Glu Tyr Tyr Lys Thr Lys Tyr Asn Leu Asp Leu 
290 295 300 



Thr Asn Leu Asn Gin Pro Leu Leu Asp Val Asp His Thr Ser Ser Arg 
305 310 315 320 



Leu Asn Leu Leu Thr Pro Arg His Leu Asn Gin Lys Gly Lys Ala Leu 
325 330 335 



Pro Leu Ser Ser Ala Glu Lys Arg Lys Ala Lys Trp Glu Ser Leu Gin 
340 345 350 



Asn Lys Gin He Leu Val Pro Glu Leu Cys Ala He His Pro He Pro 
355 360 365 



Ala Ser Leu Trp Arg Lys Ala Val Cys Leu Pro Ser He Leu Tyr Arg 
370 375 380 



Leu His Cys Leu Leu Thr Ala Glu Glu Leu Arg Ala Gin Thr Ala Ser 
385 390 395 400 



Asp Ala Gly Val Gly Val Arg Ser Leu Pro Ala Asp Phe Arg Tyr Pro 
405 410 415 



Asn Leu Asp Phe Gly Trp Lys Lys Ser He Asp Ser Lys Ser Phe He 
420 425 430 



Ser He Ser Asn Ser Ser Ser Ala Glu Asn Asp Asn Tyr Cys Lys His 
435 440 445 



Ser Thr He Val Pro Glu Asn Ala Ala His Gin Gly Ala Asn Arg Thr 
450 455 460 



Ser Ser Leu Glu Asn His Asp Gin Met Ser Val Asn Cys Arg Thr Leu 
465 470 475 480 



Leu Ser Glu Ser Pro Gly Lys Leu His Val Glu Val Ser Ala Asp Leu 
485 490 495 
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Thr Ala He Asn Gly Leu Ser Tyr Asn Gin Asn Leu Ala Asn Gly Ser 
500 505 510 



Tyr Asp Leu Ala Asn Arg Asp Phe Cys Gin Gly Asn Gin Leu Asn Tyr 
515 520 525 



Tyr Lys Gin Glu He Pro Val Gin Pro Thr Thr Ser Tyr Ser He Gin 
530 535 540 

Asn Leu Tyr Ser Tyr Glu Asn Gin Pro Gin Pro Ser Asp Glu Cys Thr 
545 550 555 560 



Leu Leu Ser Asn Lys Tyr Leu Asp Gly Asn Ala Asn Lys Ser Thr Ser 
565 570 575 



Asp Gly Ser Pro Val Met Ala Val Met Pro Gly Thr Thr Asp Thr He 
580 585 590 



Gin Val Leu Lys Gly Arg Met Asp Ser Glu Gin Ser Pro Ser He Gly 
595 600 605 



Tyr Ser Ser Arg Thr Leu Gly Pro Asn Pro Gly Leu He Leu Gin Ala 
610 615 620 



Leu Thr Leu Ser Asn Ala Ser Asp Gly Phe Asn Leu Glu Arg Leu Glu 
625 630 635 640 



Met Leu Gly Asp Ser Phe Leu Lys His Ala He Thr Thr Tyr Leu Phe 
645 650 655 



Cys Thr Tyr Pro Asp Ala His Glu Gly Arg Leu Ser Tyr Met Arg Ser 
660 665 670 



Lys Lys Val Ser Asn Cys Asn Leu Tyr Arg Leu Gly Lys Lys Lys Gly 
675 680 685 
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Leu Pro Ser Arg Met Val Val Ser He Phe Asp Pro Pro Val Asn Trp 
690 695 700 



Leu Pro Pro Gly Tyr Val Val Asn Gin Asp Lys Ser Asn Thr Asp Lys 
705 710 715 720 



Trp Glu Lys Asp Glu Met Thr Lys Asp Cys Met Leu Ala Asn Gly Lys 
725 730 735 



Leu Asp Glu Asp Tyr Glu Glu Glu Asp Glu Glu Glu Glu Ser Leu Met 
740 745 750 



Trp Arg Ala Pro Lys Glu Glu Ala Asp Tyr Glu Asp Asp Phe Leu Glu 
755 760 765 



Tyr Asp Gin Glu His He Arg Phe He Asp Asn Met Leu Met Gly Ser 
770 775 780 



Gly Ala Phe Val Lys Lys He Ser Leu Ser Pro Phe Ser Thr Thr Asp 
785 790 795 800 



Ser Ala Tyr Glu Trp Lys Met Pro Lys Lys Ser Ser Leu Gly Ser Met 
805 810 815 



Pro Phe Ser Ser Asp Phe Glu Asp Phe Asp Tyr Ser Ser Trp Asp Ala 
820 825 830 



Met Cys Tyr Leu Asp Pro Ser Lys Ala Val Glu Glu Asp Asp Phe Val 
835 840 845 



Val Gly Phe Trp Asn Pro Ser Glu Glu Asn Cys Gly Val Asp Thr Gly 
850 855 860 



Lys Gin Ser He Ser Tyr Asp Leu His Thr Glu Gin Cys He Ala Asp 
865 870 875 880 



Lys Ser He Ala Asp Cys Val Glu Ala Leu Leu Gly Cys Tyr Leu Thr 
885 890 895 
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Ser Cys Gly Glu Arg Ala Ala Gin Leu Phe Leu Cys Ser Leu Gly Leu 
900 905 910 



Lys Val Leu Pro Val He Lys Arg Thr Asp Arg Glu Lys Ala Leu Cys 
915 920 925 



Pro Thr Arg Glu Asn Phe Asn Ser Gin Gin Lys Asn Leu Ser Val Ser 
930 935 940 



Cys Ala Ala Ala Ser Val Ala Ser Ser Arg Ser Ser Val Leu Lys Asp 
945 950 955 960 



Ser Glu Tyr Gly Cys Leu Lys He Pro Pro Arg Cys Met Phe Asp His 
965 970 975 



Pro Asp Ala Asp Lys Thr Leu Asn His Leu He Ser Gly Phe Glu Asn 
980 985 990 



Phe Glu Lys Lys He Asn Tyr Arg Phe Lys Asn Lys Ala Tyr Leu Leu 
995 1000 1005 



Gin Ala Phe Thr His Ala Ser Tyr His Tyr Asn Thr He Thr Asp 
1010 1015 1020 



Cys Tyr Gin Arg Leu Glu Phe Leu Gly Asp Ala He Leu Asp Tyr 
1025 1030 1035 



Leu He Thr Lys His Leu Tyr Glu Asp Pro Arg Gin His Ser Pro 
1040 1045 1050 



Gly Val Leu Thr Asp Leu Arg Ser Ala Leu Val Asn Asn Thr He 
1055 1060 1065 



Phe Ala Ser Leu Ala Val Lys Tyr Asp Tyr His Lys Tyr Phe Lys 
1070 1075 1080 
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Ala Val Ser Pro Glu Leu Phe His Val He Asp Asp Phe Val Gin 
1085 1090 1095 



Phe Gin Leu Glu Lys Asn Glu Met Gin Gly Met Asp Ser Glu Leu 
1100 1105 1110 



Arg Arg Ser Glu Glu Asp Glu Glu Lys Glu Glu Asp He Glu Val 
1115 1120 1125 



Pro Lys Ala Met Gly Asp He Phe Glu Ser Leu Ala Gly Ala He 
1130 1135 1140 



Tyr Met Asp Ser Gly Met Ser Leu Glu Thr Val Trp Gin Val Tyr 
1145 1150 1155 



Tyr Pro Met Met Arg Pro Leu He Glu Lys Phe Ser Ala Asn Val 
1160 1165 1170 



Pro Arg Ser Pro Val Arg Glu Leu Leu Glu Met Glu Pro Glu Thr 
1175 1180 1185 



Ala Lys Phe Ser Pro Ala Glu Arg Thr Tyr Asp Gly Lys Val Arg 
1190 1195 1200 



Val Thr Val Glu Val Val Gly Lys Gly Lys Phe Lys Gly Val Gly 
1205 1210 1215 



Arg Ser Tyr Arg He Ala Lys Ser Ala Ala Ala Arg Arg Ala Leu 
1220 1225 1230 



Arg Ser Leu Lys Ala Asn Gin Pro Gin Val Pro Asn Ser 
1235 1240 1245 



<210> 18 

<211> 1267 

<212> PRT 

<213> Artificial 

<220> 
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<223> An amino acid sequence of human dicer mutant 
<400> 18 

Met Asn His Lys Val His His His His His His He Glu Gly Arg Asn 
15 10 15 



Ser Ser Ser Val Pro Ala Ser He Val Gly Pro Pro Met Ser Cys Val 
20 25 30 



Arg Leu Ala Glu Arg Val Val Ala Leu He Cys Cys Glu Lys Leu His 
35 40 45 



Lys He Gly Glu Leu Asp Asp His Leu Met Pro Val Gly Lys Glu Thr 
50 55 60 



Val Lys Tyr Glu Glu Glu Leu Asp Leu His Asp Glu Glu Glu Thr Ser 
65 70 75 80 



Val Pro Gly Arg Pro Gly Ser Thr Lys Arg Arg Gin Cys Tyr Pro Lys 
85 90 95 



Ala He Pro Glu Cys Leu Arg Asp Ser Tyr Pro Arg Pro Asp Gin Pro 
100 105 110 



Cys Tyr Leu Tyr Val He Gly Met Val Leu Thr Thr Pro Leu Pro Asp 
115 120 125 



Glu Leu Asn Phe Arg Arg Arg Lys Leu Tyr Pro Pro Glu Asp Thr Thr 
130 135 140 



Arg Cys Phe Gly He Leu Thr Ala Lys Pro He Pro Gin He Pro His 
145 150 155 160 



Phe Pro Val Tyr Thr Arg Ser Gly Glu Val Thr He Ser He Glu Leu 
165 170 175 



Lys Lys Ser Gly Phe Met Leu Ser Leu Gin Met Leu Glu Leu He Thr 
180 185 190 
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Arg Leu His Gin Tyr He Phe Ser His He Leu Arg Leu Glu Lys Pro 
195 200 205 



Ala Leu Glu Phe Lys Pro Thr Asp Ala Asp Ser Ala Tyr Cys Val Leu 
210 215 220 



Pro Leu Asn Val Val Asn Asp Ser Ser Thr Leu Asp He Asp Phe Lys 
225 230 235 240 



Phe Met Glu Asp He Glu Lys Ser Glu Ala Arg He Gly He Pro Ser 
245 250 255 



Thr Lys Tyr Thr Lys Glu Thr Pro Phe Val Phe Lys Leu Glu Asp Tyr 
260 265 270 



Gin Asp Ala Val He He Pro Arg Tyr Arg Asn Phe Asp Gin Pro His 
275 280 285 



Arg Phe Tyr Val Ala Asp Val Tyr Thr Asp Leu Thr Pro Leu Ser Lys 
290 295 300 



Phe Pro Ser Pro Glu Tyr Glu Thr Phe Ala Glu Tyr Tyr Lys Thr Lys 
305 310 315 320 



Tyr Asn Leu Asp Leu Thr Asn Leu Asn Gin Pro Leu Leu Asp Val Asp 
325 330 335 



His Thr Ser Ser Arg Leu Asn Leu Leu Thr Pro Arg His Leu Asn Gin 
340 345 350 



Lys Gly Lys Ala Leu Pro Leu Ser Ser Ala Glu Lys Arg Lys Ala Lys 
355 360 365 



Trp Glu Ser Leu Gin Asn Lys Gin He Leu Val Pro Glu Leu Cys Ala 
370 375 380 
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He His Pro He Pro Ala Ser Leu Trp Arg Lys Ala Val Cys Leu Pro 
385 390 395 400 



Ser He Leu Tyr Arg Leu His Cys Leu Leu Thr Ala Glu Glu Leu Arg 
405 410 415 



Ala Gin Thr Ala Ser Asp Ala Gly Val Gly Val Arg Ser Leu Pro Ala 
420 425 430 



Asp Phe Arg Tyr Pro Asn Leu Asp Phe Gly Trp Lys Lys Ser He Asp 
435 440 445 



Ser Lys Ser Phe He Ser He Ser Asn Ser Ser Ser Ala Glu Asn Asp 
450 455 460 



Asn Tyr Cys Lys His Ser Thr He Val Pro Glu Asn Ala Ala His Gin 
465 470 475 480 



Gly Ala Asn Arg Thr Ser Ser Leu Glu Asn His Asp Gin Met Ser Val 
485 490 495 



Asn Cys Arg Thr Leu Leu Ser Glu Ser Pro Gly Lys Leu His Val Glu 
500 505 510 



Val Ser Ala Asp Leu Thr Ala He Asn Gly Leu Ser Tyr Asn Gin Asn 
515 520 525 



Leu Ala Asn Gly Ser Tyr Asp Leu Ala Asn Arg Asp Phe Cys Gin Gly 
530 535 540 



Asn Gin Leu Asn Tyr Tyr Lys Gin Glu He Pro Val Gin Pro Thr Thr 
545 550 555 560 



Ser Tyr Ser He Gin Asn Leu Tyr Ser Tyr Glu Asn Gin Pro Gin Pro 
565 " 570 575 



Ser Asp Glu Cys Thr Leu Leu Ser Asn Lys Tyr Leu Asp Gly Asn Ala 
580 585 590 
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Asn Lys Ser Thr Ser Asp Gly Ser Pro Val Met Ala Val Met Pro Gly 
595 600 605 



Thr Thr Asp Thr He Gin Val Leu Lys Gly Arg Met Asp Ser Glu Gin 
610 615 620 



Ser Pro Ser He Gly Tyr Ser Ser Arg Thr Leu Gly Pro Asn Pro Gly 
625 630 635 640 



Leu He Leu Gin Ala Leu Thr Leu Ser Asn Ala Ser Asp Gly Phe Asn 
645 650 655 



Leu Glu Arg Leu Glu Met Leu Gly Asp Ser Phe Leu Lys His Ala He 
660 665 670 



Thr Thr Tyr Leu Phe Cys Thr Tyr Pro Asp Ala His Glu Gly Arg Leu 
675 680 685 



Ser Tyr Met Arg Ser Lys Lys Val Ser Asn Cys Asn Leu Tyr Arg Leu 
690 695 700 



Gly Lys Lys Lys Gly Leu Pro Ser Arg Met Val Val Ser He Phe Asp 
705 710 715 720 



Pro Pro Val Asn Trp Leu Pro Pro Gly Tyr Val Val Asn Gin Asp Lys 
725 730 735 



Ser Asn Thr Asp Lys Trp Glu Lys Asp Glu Met Thr Lys Asp Cys Met 
740 745 750 



Leu Ala Asn Gly Lys Leu Asp Glu Asp Tyr Glu Glu Glu Asp Glu Glu 
755 760 765 



Glu Glu Ser Leu Met Trp Arg Ala Pro Lys Glu Glu Ala Asp Tyr Glu 
770 775 780 
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Asp Asp Phe Leu Glu Tyr Asp Gin Glu His He Arg Phe He Asp Asn 
785 790 795 800 



Met Leu Met Gly Ser Gly Ala Phe Val Lys Lys He Ser Leu Ser Pro 
805 810 815 



Phe Ser Thr Thr Asp Ser Ala Tyr Glu Trp Lys Met Pro Lys Lys Ser 
820 825 830 



Ser Leu Gly Ser Met Pro Phe Ser Ser Asp Phe Glu Asp Phe Asp Tyr 
835 840 845 



Ser Ser Trp Asp Ala Met Cys Tyr Leu Asp Pro Ser Lys Ala Val Glu 
850 855 860 



Glu Asp Asp Phe Val Val Gly Phe Trp Asn Pro Ser Glu Glu Asn Cys 
865 870 875 880 



Gly Val Asp Thr Gly Lys Gin Ser He Ser Tyr Asp Leu His Thr Glu 
885 890 895 



Gin Cys He Ala Asp Lys Ser He Ala Asp Cys Val Glu Ala Leu Leu 
900 905 910 



Gly Cys Tyr Leu Thr Ser Cys Gly Glu Arg Ala Ala Gin Leu Phe Leu 
915 920 925 



Cys Ser Leu Gly Leu Lys Val Leu Pro Val He Lys Arg Thr Asp Arg 
930 935 940 



Glu Lys Ala Leu Cys Pro Thr Arg Glu Asn Phe Asn Ser Gin Gin Lys 
945 950 955 960 



Asn Leu Ser Val Ser Cys Ala Ala Ala Ser Val Ala Ser Ser Arg Ser 
965 970 975 



Ser Val Leu Lys Asp Ser Glu Tyr Gly Cys Leu Lys He Pro Pro Arg 
980 985 990 
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Cys Met Phe Asp His Pro Asp Ala Asp Lys Thr Leu Asn His Leu He 
995 1000 1005 



Ser Gly Phe Glu Asn Phe Glu Lys Lys He Asn Tyr Arg Phe Lys 
1010 1015 1020 



Asn Lys Ala Tyr Leu Leu Gin Ala Phe Thr His Ala Ser Tyr His 
1025 1030 1035 



Tyr Asn Thr He Thr Asp Cys Tyr Gin Arg Leu Glu Phe Leu Gly 
1040 1045 1050 



Asp Ala He Leu Asp Tyr Leu He Thr Lys His Leu Tyr Glu Asp 
1055 1060 1065 



Pro Arg Gin His Ser Pro Gly Val Leu Thr Asp Leu Arg Ser Ala 
1070 1075 1080 



Leu Val Asn Asn Thr He Phe Ala Ser Leu Ala Val Lys Tyr Asp 
1085 1090 1095 



Tyr His Lys Tyr Phe Lys Ala Val Ser Pro Glu Leu Phe His Val 
1100 1105 1110 



He Asp Asp Phe Val Gin Phe Gin Leu Glu Lys Asn Glu Met Gin 
1115 1120 1125 



Gly Met Asp Ser Glu Leu Arg Arg Ser Glu Glu Asp Glu Glu Lys 
1130 1135 1140 



Glu Glu Asp He Glu Val Pro Lys Ala Met Gly Asp He Phe Glu 
1145 1150 1155 



Ser Leu Ala Gly Ala He Tyr Met Asp Ser Gly Met Ser Leu Glu 
1160 1165 1170 



miE# 2004-3085963 



#112 0 0 4 -0 8 6 1 2 9 I 44/ 

Thr Val Trp Gin Val Tyr Tyr Pro Met Met Arg Pro Leu He Glu 
1175 1180 1185 



Lys Phe Ser Ala Asn Val Pro Arg Ser Pro Val Arg Glu Leu Leu 
1190 1195 1200 



Glu Met Glu Pro Glu Thr Ala Lys Phe Ser Pro Ala Glu Arg Thr 
1205 1210 1215 



Tyr Asp Gly Lys Val Arg Val Thr Val Glu Val Val Gly Lys Gly 
1220 1225 1230 



Lys Phe Lys Gly Val Gly Arg Ser Tyr Arg He Ala Lys Ser Ala 
1235 1240 1245 



Ala Ala Arg Arg Ala Leu Arg Ser Leu Lys Ala Asn Gin Pro Gin 
1250 1255 1260 



Val Pro Asn Ser 
1265 



<210> 19 
<211> 3804 
<212> DNA 
<213> Artificial 








<220> 

<223> A gene encoding human dicer mutant 




<400> 19 

atgaatcaca aagtgcatca 


tcatcatcat 


catatcgaag gtaggaattc gagctcggta 


60 


cccgcctcca ttgttggtcc 


accaatgagc 


tgtgtacgat tggctgaaag agttgtcgct 


120 


ctcatttgct gtgagaaact 


gcacaaaatt 


ggcgaactgg atgaccattt gatgccagtt 


180 


gggaaagaga ctgttaaata 


tgaagaggag 


cttgatttgc atgatgaaga agagaccagt 


240 


gttccaggaa gaccaggttc 


cacgaaacga 


aggcagtgct acccaaaagc aattccagag 


300 


tgtttgaggg atagttatcc 


cagacctgat 


cagccctgtt acctgtatgt gataggaatg 


360 


gttttaacta cacctttacc 


tgatgaactc 


aactttagaa ggcggaagct ctatcctcct 


420 
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gaagatacca caagatgctt tggaatactg acggccaaac ccatacctca gattccacac 480 

tttcctgtgt acacacgctc tggagaggtt accatatcca ttgagttgaa gaagtctggt 540 

ttcatgttgt ctctacaaat gcttgagttg attacaagac ttcaccagta tatattctca 600 

catattcttc ggcttgaaaa acctgcacta gaatttaaac ctacagacgc tgattcagca 660 

tactgtgttc tacctcttaa tgttgttaat gactccagca ctttggatat tgactttaaa 720 

ttcatggaag atattgagaa gtctgaagct cgcataggca ttcccagtac aaagtataca 780 

aaagaaacac cctttgtttt taaattagaa gattaccaag atgccgttat cattccaaga 840 

tatcgcaatt ttgatcagcc tcatcgattt tatgtagctg atgtgtacac tgatcttacc 900 

ccactcagta aatttccttc ccctgagtat gaaacttttg cagaatatta taaaacaaag 960 

tacaaccttg acctaaccaa tctcaaccag ccactgctgg atgtggacca cacatcttca 1020 

agacttaatc ttttgacacc tcgacatttg aatcagaagg ggaaagcgct tcctttaagc 1080 

agtgctgaga agaggaaagc caaatgggaa agtctgcaga ataaacagat actggttcca 1140 

gaactctgtg ctatacatcc aattccagca tcactgtgga gaaaagctgt ttgtctcccc 1200 

agcatacttt atcgccttca ctgccttttg actgcagagg agctaagagc ccagactgcc 1260 

agcgatgctg gcgtgggagt cagatcactt cctgcggatt ttagataccc taacttagac 1320 

ttcgggtgga aaaaatctat tgacagcaaa tctttcatct caatttctaa ctcctcttca 1380 

gctgaaaatg ataattactg taagcacagc acaattgtcc ctgaaaatgc tgcacatcaa 1440 

ggtgctaata gaacctcctc tctagaaaat catgaccaaa tgtctgtgaa ctgcagaacg 1500 

ttgctcagcg agtcccctgg taagctccac gttgaagttt cagcagatct tacagcaatt 1560 

aatggtcttt cttacaatca aaatctcgcc aatggcagtt atgatttagc taacagagac 1620 

ttttgccaag gaaatcagct aaattactac aagcaggaaa tacccgtgca accaactacc 1680 

tcatattcca ttcagaattt atacagttac gagaaccagc cccagcccag cgatgaatgt 1740 

actctcctga gtaataaata ccttgatgga aatgctaaca aatctacctc agatggaagt 1800 

cctgtgatgg ccgtaatgcc tggtacgaca gacactattc aagtgctcaa gggcaggatg 1860 

gattctgagc agagcccttc tattgggtac tcctcaagga ctcttggccc caatcctgga 1920 
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cttattcttc aggctttgac tctgtcaaac gctagtgatg gatttaacct ggagcggctt 1980 

gaaatgcttg gcgactcctt tttaaagcat gccatcacca catatctatt ttgcacttac 2040 

cctgatgcgc atgagggccg cctttcatat atgagaagca aaaaggtcag caactgtaat 2100 

ctgtatcgcc ttggaaaaaa gaagggacta cccagccgca tggtggtgtc aatatttgat 2160 

ccccctgtga attggcttcc tcctggttat gtagtaaatc aagacaaaag caacacagat 2220 

aaatgggaaa aagatgaaat gacaaaagac tgcatgctgg cgaatggcaa actggatgag 2280 

gattacgagg aggaggatga ggaggaggag agcctgatgt ggagggctcc gaaggaagag 2340 

gctgactatg aagatgattt cctggagtat gatcaggaac atatcagatt tatagataat 2400 

atgttaatgg ggtcaggagc ttttgtaaag aaaatctctc tttctccttt ttcaaccact 2460 

gattctgcat atgaatggaa aatgcccaaa aaatcctcct taggtagtat gccattttca 2520 

tcagattttg aggattttga ctacagctct tgggatgcaa tgtgctatct ggatcctagc 2580 

aaagctgttg aagaagatga ctttgtggtg gggttctgga atccatcaga agaaaactgt 2640 

ggtgttgaca cgggaaagca gtccatttct tacgacttgc acactgagca gtgtattgct 2700 

gacaaaagca tagcggactg tgtggaagcc ctgctgggct gctatttaac cagctgtggg 2760 

gagagggctg ctcagctttt cctctgttca ctggggctga aggtgctccc ggtaattaaa 2820 

aggactgatc gggaaaaggc cctgtgccct actcgggaga atttcaacag ccaacaaaag 2880 

aacctttcag tgagctgtgc tgctgcttct gtggccagtt cacgctcttc tgtattgaaa 2940 

gactcggaat atggttgttt gaagattcca ccaagatgta tgtttgatca tccagatgca 3000 

gataaaacac tgaatcacct tatatcgggg tttgaaaatt ttgaaaagaa aatcaactac 3060 

agattcaaga ataaggctta ccttctccag gcttttacac atgcctccta ccactacaat 3120 

actatcactg attgttacca gcgcttagaa ttcctgggag atgcgatttt ggactacctc 3180 

ataaccaagc acctttatga agacccgcgg cagcactccc cgggggtcct gacagacctg 3240 

cggtctgccc tggtcaacaa caccatcttt gcatcgctgg ctgtaaagta cgactaccac 3300 

aagtacttca aagctgtctc tcctgagctc ttccatgtca ttgatgactt tgtgcagttt 3360 

cagcttgaga agaatgaaat gcaaggaatg gattctgagc ttaggagatc tgaggaggat 3420 
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gaagagaaag aagaggatat tgaagttcca aaggccatgg gggatatttt tgagtcgctt 3480 

gctggtgcca tttacatgga tagtgggatg tcactggaga cagtctggca ggtgtactat 3540 

cccatgatgc ggccactaat agaaaagttt tctgcaaatg taccccgttc ccctgtgcga 3600 

gaattgcttg aaatggaacc agaaactgcc aaatttagcc cggctgagag aacttacgac 3660 

gggaaggtca gagtcactgt ggaagtagta ggaaagggga aatttaaagg tgttggtcga 3720 

agttacagga ttgccaaatc tgcagcagca agaagagccc tccgaagcct caaagctaat 3780 
caacctcagg ttcccaatag ctaa 



<210> 20 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> Synthetic primer rsGFP-F to amplify a gene encoding rsGFP 

<400> 20 

gccacaacat tgaagatgga 



<210> 21 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> Synthetic primer rsGFP-R to amplify a gene encoding rsGFP 

<400> 21 

gaaagggcag attgtgtgga 

<210> 22 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> Synthetic primer Neo-F to amplify a gene encoding Neo 

<400> 22 

atagcgttgg ctacccgtga 



3804 



20 



20 



20 
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<2 l 10> 23 
<211> 20 
<212> DNA 
<213> Artificial 

<220> 

<223> Synthetic primer Neo-R to amplify a gene encoding Neo 
<400> 23 

gaaggcgata gaaggcgatg 20 



<210> 24 

<211> 42 

<212> DNA 

<213> Artificial 

<220> 

<223> Synthetic primer dsl-1 to amplify a gene encoding luciferase 

<400> 24 

gggtaatacg actcactata gggagaatgg aagacgccaa aa 42 



<210> 25 

<211> 42 

<212> DNA 

<213> Artificial 



<220> 

<223> Synthetic primer dsl-2 to amplify a gene encoding luciferase 
<400> 25 

gggtaatacg actcactata gggagagaac gtgtacatcg ac 



<210> 26 

<211> 34 

<212> DNA 

<213> Artificial 



<220> 

<223> Synthetic primer E to amplify a gene encoding CspB 
<400> 26 

GAGCGGATAA CATATGAGAG GAAAGGTTAA GTGG 
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<2|1> 37 

<212> DNA 

<213> Artificial 

<220> 

<223> Synthetic primer F to amplify a gene encoding CspB 

<400> 27 

GAGCGGATAA GGATCCTTAC TCAACTACTT TCACGTG 37 
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